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(57) Abstract 

Recombinant retroviruses carrying a vector con- 
struct capable of preventing, inhibiting, stabilizing or 
reversing infectious, cancerous or auto-immune dis- 
eases are disclosed. More specifically, the recombi- 
nant retroviruses of the present invention are useful 
for (a) stimulating a specific immune response to an 
antigen or a pathogenic antigen; (b) inhibiting a func- 
tion of a pathogenic agent, such as a virus; and (c) in- 
hibiting the interaction of an agent with a host cell re- 
ceptor. In addition, eucaryotic cells infected with, and 
pharmaceutical compositions containing such a rec- 
ombinant retrovirus are disclosed. Various methods 
for producing recombinant retroviruses having unique 
characteristics, and methods for producing transgenic 
packaging animals or insects are also disclosed. 
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Description 

RECOMBINANT RETROVIRUSES DELIVERING VECTOR CO NSTRUCTS 
TO TARGET CELLS 

5 

Technical Field 

The present invention relates generally to 
retroviruses , and more specifically, to . recombinant 
retroviruses which are capable of delivering vector 

10 constructs to susceptible target cells. These vector 
constructs are typically designed to express desired 
proteins in target cells, for example, proteins which 
stimulate immune activity or which are conditionally 
active in defined cellular environments. in these 

15 respects the retrovirus carrying the vector construct is 
capable of directing an immune or toxic reaction against 
the target ceil. 



20 



Background of the laveyrcjoa 

Although bacterial diseases are, in general, 
easily treatable with antibiotics, very few effective 
treatments or prophylactic measures exist for many viral, 
cancerous, and other nonbacterial diseases, inciudinc 
genetic diseases. Traditional attempts to treat these 
25 diseases have employed the use of chemical drugs. In 
general, these drugs have lacked specificity, exhibited 
high overall toxicity, and thus have been therapeutically/ 
ineffective. 

Another classic technique for treating a number 
30 of nonbacterial diseases involves the elicitation of an 
immune response to a pathogenic agent, such as a virus, 
through the administration of a noninfectious form of the 
agent, such as a killed virus, thereby providing antigens 
from the pathogenic agent which would act as an immune - 
35 stimulant. 

A more recent approach for treating viral 
diseases, such as acquired immunodeficiency syndrome 
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CMDsrand relate disorders, involves blocking receotors 

forming a complex „ ith viral w . lop# prMeins 'J 
example, t ifson « al . (S£ilfl£g « 

5 demonstrated that antibodies to d>4 , T 4, 

inhibited cell fusion .eynevtia, betwe^^^ 
nonmfected CD4 presenting cells in vitro » .i.VT 
blocking « f a« using aonocion" 

suggested by KOougal at al. (ssisn£s ^^.^i^T 

Si=»S4- 9 .- !58 , 198S) taT . reported tha use of m ah 7 
peptides to bind T4 receptors and block Z iLe^Tof 
human T-cells, vhile Lifson et al ,t *■ "faction of 

ha., reported blocking 
U cell fusion by using a iactin which interacts with a^ral 
envelope glycoprotein, thereby blocking it £L 1 
received by CD4 receptors. " el " g 
A fourth. recently suggested technigue for 
inhibiting a pathogenic agent, such as a virus whl^H 

cCto r^r'v' ^ «— «- and b^L 

25 described a^r r ;s a thTt 30r th Sh T OBin9 " ^ 

selves to e^vr r^/tcnr*. 1 -- u,m - 
3o j— 1 "^ =;rr srr 

30 (i.e., exogenous to the sa^le in an J, v^ situat'oT 
XlicTger^- 1 / r6 ~° - -^enceTf-te 

nave 'r^^^-ed 1 ^^^ * 
immediate! v *«f>„e t • increased amounts 

-uameaiately following infection by the n*i-H«„- • 

3= m addition, in the case of ^JJ^^ T^T^ 

be reguired for useful therapy in an X~ 

under current tachnigues vould be administered ^ 
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regard to the location at which it is actually needed, 
that is, at the cells infected by the pathogenic agent. 

As an alternative to exogenous apolication 
techniques have been suggested for producing treatment 
5 agents endogenously. More specifically, proteins 

expressed from viral vectors based on DNA viruses, such as 
adenovirus, simian virus 40, bovine papilloma, and 
vaccinia viruses, have been investigated. B y way of 
example, Panicali et al. fProc. Sa&L Ssi SS3 

10 80:5364, 1983) introduced influenza virus hemagglutinin 
and hepatitis B surface antigens into the vaccinia genome 
and anfected animals with the virus particles produced 
from such recombinant genes. Following infection, the 
animals acquired immunity to both the vaccinia virus and 

15 the hepatitis B antigen. 

However, a number of difficulties have been 
experienced to date with viral vectors based on DNA 
viruses. These difficulties include (a) the production of 
other viral proteins which may lead to pathogenesis or the 
20 suppression of the desired protein; (b) the capacity of 
the vector to uncontrollably replicate in the host, and 
the pathogenic effect of such uncontrolled reolication- 
(c) the presence of wild-type virus which may lead to 
viremia; and (d) the transitory nature of expression in 
25 these systems. These difficulties have virtually 

precluded the use of viral vectors based on DNA viruses in 
the treatment of viral, cancerous, and other nonbacterial 
diseases, including genetic diseases. 

Due to the nontransitory nature of their 
30 expression in infected target cells, retroviruses haCe 
been suggested as a useful vehicle for the treatment of 
genetic diseases (for example, see F. Ledley, ? he Jaurtut y 
of Egfliaaass Hail. 1987). However, in view of a numbe- 
of problems, the use of retroviruses in the treatment of 
15 genetic diseases has not been attempted. Such oroblems 
relate to (a) the apparent need to infect a large number 
of cells in inaccessible tissues (e.g., brain); (b ) the 
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need to cause these vectors to express in a verv 
controlled and permanent fashion; (c) the lack of cloned 
genes; (d) the irreversible damage to tissue and organs 
due to metabolic abnormalities; and (e) the availability 
5 of other partially effective therapies in certain 
instances . 

In addition to genetic diseases, other 
researchers have contemplated using retroviral vectors to 
treat nongenetic diseases (see, for example, EP 243,204 - 
10 Cetus Corporation; Sanford, J. ThaoT. nir,i im.^o 1988; 
Tellier et al., Nature lis.: 414, 1985; and Bolognesi 
al-, Cancer Res. 45 ; A7nn ] 1935). 

Tellier et al. suggested protecting T-cell 
clones by apparently infecting stem cells with "defective" 
IS HTV having a genome which could express antisense RNA ro 
HIV RNA. Bolognesi et al. have suggested the concept of 
generating a nonvirulent HIV strain to infect stem cells 
so that T4 cells generated therefrom would carry 
interfering, nonvirulent forms of virus and thereby 
20 protect those cells from infection by virulent HIV. 
However, it would appear that the "attenuated" or 
"defective" HIV viruses used in both of the foregoing 
papers could reproduce (i.e., are not replication 
defective) such that the resulting viruses could infect 
other cells, with the possibility of an increased risk of 
recombination with previously present HTV or other 
sequences, leading to loss of attenuation. Non- 
nonreplicative forms would necessitate a defective helper 
or packaging line for HIV. However, since the control" of 
HIV gene expression is complex, such cells have to date 
not been constructed. Furthermore, as the infecting 
attenuated or defective virus is not chimeric (a 
"nonchimeric" retrovirus being one with substantially all 
of its vector from the same retrovirus species), even if 
35 they were made replication defective, for example, by 
deletion from their genomes of an essential element, there 
still exists a significant possibility for recombination 
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within the host cells with resultant production of 
infectious viral particles. 

Although sanford (J. Theor. Bifll. 1^:469, 19 88 ) 
has also proposed using a genetic cure for HIV, he notes 
5 that due to the potential that exists for creating novel 
virulent viruses via genetic recombination between natural 
AIDS virus and therapeutic retroviral vectors carrying 
anti-HIV genes, retroviral gene therapy for AIDS nay not 
be practical. similarly, while Mccormick * Kriegler 
10 (EP 243,204 A2, have proposed using retroviral vectors to 

H^T* 961,68 Pr ° teins ' ■«* as tumor necrosis factor 
CTNF) , the techniques they describe suffer from a number 
of disadvantages. 

15 Summary of the Tnv ef ^ w , 

Briefly stated, the present invention orovides 
recombinant retroviruses carry inc a 

. yxng a vector construct 

capable of preventing, inhibiting, stabilizing or revers- 

20 S 1 uLT s CtiOUS '. CanCerOUS ' « immune diseases, 

such diseases xnclude HIV infection, melanoma, diabetes, 

ZIL**' diSeaSS ' Alzheimer/S . and heart 

The present invention is directed, in part 
toward methods for (a) stimulating a specific immune 

25 response, either humoral or cell- ffl ediated, to an antigen 
or pathogenic antigen; (b) inhibiting a function of a 
pathogenic agent, such as a virus; and (c, inhibiting the 
interaction of an agent with a host cell receptor, through 
the use of recombinant retroviruses. 

30 More specifically, wit hin one asoect of the 

present invention, a method for stimulating a soeci-ic 
immune response is provided, comprising infecting susceo- 

a veVor get T & ^ —viruses carrying 

a vector construct that directs the expression of an 
35 antigen or modified form thereof in infected target ce"s 

Zt^TT 3 ° f P — ^ the t'erm 

infecting" deludes the introduction of nucleic ac^d 
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sequences through viral vectors, transfection or other 
means, such as microinjection, protoplast fusion, etc. 
The introduced nucleic acid sequences may become 
integrated into the nucleic acid of the target cell. 
5 Expression of the vector nucleic acid encoded protein may 
be transient or stable with time. where an immune 
response is to be stimulated to a pathogenic antigen, the 
recombinant retrovirus is preferably designed to express a 
modified form of the antigen which will stimulate an 
10 ammune response and which has reduced pathogenicity 
relative to the native antigen. This immune response is 
achieved when cells present antigens in the correct 
manner, i.e., in the context of the MHC class I and/or it 
molecules along with accessory molecules such as CD3~ 
15 ICAH-1, irjtff-2, LFA-1, or analogs thereof (e.g., Altmann 
et al., ifajnjre 131:512, 1989). cells infected with 
retroviral vectors are expected to do this efficiently 
because they closely mimic genuine viral infection. 

This aspect of the invention has a further 
advantage over other systems that might be expected to 
function in a similar manner, in that the presenter cells 
are fully viable and healthy, and no other viral antigens 
(which may well be immunodominant) are expressed. This 
presents a distinct advantage since the antigenic epitopes 
25 expressed can be altered by selective cloning of sub- 
fragments of the gene for the antigen into the recombinant 
retrovirus, leading to responses against immunogenic 
epitopes which may otherwise be overshadowed bv 
immunodominant epitopes, such an approach aav be extended 
30 to the expression of a peptide having multiple emitooes 
one or more of the epitopes derived from different 
proteins. Further, this aspect of the invention allows 
efficient stimulation of cytotoxic T lymohocytes (CTL) 
directed against antigenic epitopes, and peptide fragments 
35 of antigens encoded by sub-fragments of genes, through 
intracellular synthesis and association of these oeptide 
fragments with MHC class I molecules. This aporoach mav 
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be utilized to map major immunodominant epitopes for CTL. 
In addition, the present invention provides for a more 
efficient presentation of antigens through the 
augmentation or modification of the expression of 
presenting accessory proteins (e.g., MHC I, ICAM-1, etc.) 
in antigen presenting cells. Such an approach may involve 
a recombinant retrovirus carrying a vector construct which 
directs expression of both an antigen (e.g., a tumor 
antigen) and an MHC protein (e.g., class I or II) capable 
of presenting the antigen (or a portion thereof) 
effectively to T lymphocytes so that it stimulates an 
immune response in an animal. This offers the advantage 
that antigen presentation may be augmented in cells (e.g., 
tumor cells) which have reduced levels of MHC proteins and 
15 a reduced ability to stimulate an immune response. The 
approach may additionally involve a recombinant retrovirus 
carrying a vector construct which directs expression of 
both an antigen and a protein stimulating increased MHC 
protein expression in cells (e.g., interferon). The 
20 retrovirus infected cells may be used as an 
immunostimulant, immunomodulator, or vaccine, etc. 

An immune response can also be achieved by 
transferring to an appropriate immune cell (such as a T 
lymphocyte) the. gene for the specific T-cell receptor 
25 which recognizes the antigen of interest (in the context 
of an appropriate MHC molecule if necessary), for an 
immunoglobulin which recognizes the antigen of interest, 
or for a hybrid of the two which provides a en, response 
in the absence of the MHC context. 
30 In the particular cases of disease caused by HTV 

infection, where immunostimulation is desired, the aniigen 
generated from the recombinant retroviral genome is of a 
form which will elicit either or both an HLA class I- or 
class II-restricted immune response. In the case of HTV 
35 envelope antigen, for example, the antigen is prefe-ably 
selected from gp 160, gp 120, and gp 41, which have been 
modified to reduce their pathogenicity. m oarticular 
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25 



30 



35 



the antigen selected is modified to reduce the possibilitv 
of syncytia, to avoid expression of epitopes leading to a 
disease enhancing immune response, to remove 
immunodominant, but strain-specific epitopes or to present 
5 several strain-specific epitopes, and allow a response 
capable of eliminating cells infected with most or all 
strains of HIV. The strain-specific epitopes can be 
further selected to promote the stimulation of an immune 
response within an animal which is cross -reactive against 
10 other strains of HIV. Antigens from other HIV genes or 
combinations of genes, such as gag, pel, rev, vif, nef, 
prot, gag pol, gag prat, etc. , may also provide protection 
in particular cases. 

m another aspect of the present invention, 
methods for inhibiting a function of a pathogenic agent 
necessary for disease, such as diseases caused by viral 
infections, cancers or immunological abnormalities, are 
disclosed. Where the pathogenic agent is a virus, the 
inhibited function may be selected from the group 
consisting of adsorption, replication, gene expression", 
assembly, and exit of the virus from infected cells. 
Where the pathogenic agent is a cancerous cell or 
cancer-promoting growth factor, the inhibited function may 
be selected from the group consisting of viability, cell 
replication, altered susceptibility to external signals 
and lack of production of anti-oncogenes or production of 
mutated forms of anti-oncogenes. such inhibition may be 
provided through recombinant retroviruses carrying a 
vector construct encoding "inhibitor palliatives," such 
as: (a) antisense RNA; (b) a mutant protein analogue to a 
pathogenic protein, which interferes with exoression of 
the pathogenic state; (c) a protein that activates an 
otherwise inactive precursor; (d) defective interfering 
structural proteins; (e) peptide inhibitors of v-ira^ 
proteases or enzymes; (f) tumor suppressor genes; or (g) a 
RNA ribozyme capable of specifically cutting and degradina 
RNA molecules corresponding to the pathogenic state' 
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Alternatively, such inhibition is attained by a 
recombinant retrovirus capable of site-specific 
integration into pathogenic genes, thereby disrupting 



them. 



10 



15 



20 



Such inhibition may also be accomplished through 
the expression of a palliative that is toxic for a 
diseased cell. where a toxic palliative is to be 

produced by cells containing the recombinant viral genome 
it is important that either the recombinant retrovirus 
infect only target cells or express the palliative only in 
target cells, or both. In either case, the final toxic 
agent is localized to cells in the pathogenic state 
Where expression is targeted, the pathogenic agent 
controlling expression of the toxic palliative could be, 
for instance, a protein produced through transcription and 
translation of a pathogenic viral genome present in the 
cell. 

It should be understood in the foregoing 
discussion, and throughout this application, that when 
reference is made to the viral construct "expressing" or 
"producing- any substance in a cell, or the like, this in 
fact refers to the action of the resulting provirus 
following reverse transcription of the viral RNA in the 
cell. m the context of a toxic palliative, the conse- 
quent killing effect may not necessarily require the 
permanent integration of the recombinant viral genome into 
the host genome, but simply a reasonably long-cera 
expression of a toxic palliative gene, in whatever form 
desirable, over a reasonably long period of time (several 
30 days to one month). Thus, other nonintegrating viral 
vectors such as, but not limited to, adenoviral vectors 
may be used for this purpose. Examples of conditional 
toxic palliatives include recombinant retroviruses 
encoding (a) a toxic gene product under the control of a 
35 cell cycle-specific promoter, a tissue-specific oromoter 
or both; (b) a gene product which is conditionally 
expressed and which in itself is not toxic but which 
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processes within target cells a compound or drug from a 
nontoxic precursor form to an active toxic form; (c) a 
gene product which is not in itself toxic, but when 
processed by a protein, such as protease specific to a 
5 viral or other pathogen, is converted into a toxic form; 
(d) a conditionally expressed reporter gene product on. the 
cell surface which identifies the pathogenic cells for 
attack, for example, by immunotoxins ; (e) conditionally 
expressed gene products on the cell surface which lead to 
10 a toxic effect by interaction with extracellular factors; 
and (f) conditionally expressed ribozymes specific for RNA 
molecules essential for viability. 

Within a related aspect, the present invention 
also provides methods for diminishing or eliminating an 
15 unwanted or deleterious immune response. Immune suppres- 
sion, where appropriate, can be achieved by targeting 
expression of immune suppressive genes, such as the 
virally derived E3 gene of adenovirus. 

Within another aspect of the present invention, 
methods are disclosed for inhibiting the interaction of 
viral particles with cells, cells with cells, or cells 
with factors. The methods generally comprise infecting 
susceptible cells with a recombinant, replication defec- 
tive retrovirus which directs the expression of a blocking 
element in infected cells, the blocking element being 
capable of binding with a cell receptor (preferably the 
host cell receptor) either while the receptor is intra- 
cellular or on the cell surface, or alternatively, by 
binding with the agent. In either event, the interaction 
30 is blocked. 

Regardless of the means by which the recombinant 
retrovirus exerts its immunogenic or inhibitory action as 
described above, it is preferred that the retroviral 
genome be "replication defective" (i.e., incapable of 
35 reproducing in cells infected with it). Thus, there will 
be only a single stage of infection in either an la vit^o 
or in vivo application, thereby substantially reducing "the 
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possibility of insertional mutagenesis. Preferably - D 
assist in this end, the recombinant retrovirus lacks at 
least one of the gag, pol, or env genes. Further the 
recombinant viral vector is preferably chimeric (thai is 
5 the gene which is to produce the desired result is from a 
different source than the remainder of the retrovirus) A 
chimeric construction further reduces the possibility of 
recombination events within cells infected with the 
recombinant retrovirus, which could produce a genome that 
10 can generate viral particles. 

Within another aspect of the present invention, 
recombinant retroviruses which are useful in executing the 
above methods as well as delivering other therapeutic 
genes are disclosed. The present invention also provides 
a method for producing such recombinant retroviruses in 
which the retroviral genome is packaged in a capsid and 
envelope, preferably through the use of a packaging cell. 
The packaging cells are provided with viral protein-coding 
sequences, preferably in the form of two plasaids, which 
produce all proteins necessary for production of viable 
retroviral particles, an RNA viral construct which will 
carry the desired gene, along with a packaging signal 
which will direct packaging of the RNA into the retroviral 
particles. 

The present invention additionally provides a 
number of techniques for producing recombinant 
retroviruses which can facilitate: 

i) the production of higher titres from oackaging 
cells; * 

30 ii, packaging of vector constructs by aeans not 

involving the use of packaging cells- 
iii) the production of recombinant retroviruses which 

can be targeted for preselected cell lines; 
xv) the construction of retroviral vectors with 

tissue-specific (e.g., tumor) promoters; and 
v) the integration of the proviral construct into a 

preselected site or sites in a cell's genome 
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One technique for producing higher titres from 
packaging cells takes advantage of our discovery that of 
the many factors which can limit titre from a packaging 
5 cell, one of the most limiting is the level of expression 
of the packaging proteins, namely, the gag, pol, and env 
proteins, as well as the level of expression of the 
retroviral vector UNA from the proviral vector. This 
technique allows the selection of packaging cells which 
10 have higher levels of expression (i.e., produce higher 
concentrations) of the foregoing packaging proteins and 
vector construct RKA. More specifically, this technique 
allows selection of packaging cells which produce high 
levels of what is referred to herein as a "primary agent," 
15 which is either a packaging protein (e.g., gag, pol, or 
env proteins) or a gene of interest to be carried into the 
genome of target cells (typically as a vector construct). 
This is accomplished by providing in packaging cells a 
genome carrying a gene (the "primary gene") which 
expresses the primary agent in the packaging cells, along 
with a selectable gene, preferably downstream from the 
primary gene. The selectable gene expresses a selectable 
protein in the packaging cells, preferably one which 
conveys resistance to an otherwise cytotoxic drug. The 
cells are then exposed to a selecting agent, preferably 
the cytotoxic drug, which enables identification of those 
cells which express the selectable protein at a critical 
level (i.e., in the case of a cytotoxic drug, by killing 
those cells which do not produce a level of resistance 
30 protein required for survival) . 

Preferably, in the technique briefly described 
above, the expressions of both the selectable and primary 
genes is controlled by the same promoter, in this regard" 
it may be preferable to utilize a retroviral 5' LTR. in 
35 order to maximize titre of a recombinant retrovirus from 
packaging cells, this technique is first used to select 
packaging cells expressing high levels of all the required 
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packaging proteins, and then is used to select which of 
these cells, following transfection with the desired 
proviral construct, produce the highest titres of the 
recombinant retrovirus. 

Techniques are also provided for packaging of 
vector constructs by means not involving the use of 
packaging cells. These techniques make use of other 
vector systems based on viruses such as other unrelated 
retroviruses, baculovirus, adenovirus, or vaccinia virus, 
preferably adenovirus. These viruses are known to express 
relatively high levels of proteins from -exogenous genes 
provided therein. For such DMA virus vectors, recombinant 
DNA viruses can be produced by in vivo recombination in 
tissue culture between viral DNA and plasmids carrying 
15 retroviral or retroviral vector genes. The resultant DNA 
viral vectors carrying either sequences coding for 
retroviral proteins or for retroviral vector RNA are 
purified into high titre stocks. Alternatively, the 
constructs can be constructed in vjtro and subseouently 
20 transfected into cells which provide in trans viral 
functions missing from the DNA vectors. Regardless of the 
method of production, high titre (io 7 to io" units/ml) 
stocks can be prepared that will, upon infection of 
susceptible cells, cause high level expression of 
25 retroviral proteins (such as gag, pol, and env) or RNA 
retroviral vector genomes, or both. Infection of cells in 
culture with these stocks, singly or in combination, will 
lead to high-level production of retroviral vectors, «* 
the stocks carry the viral protein and viral vector denes' 
30 This technique, when used with adenovirus or 'othe- 
mammalian vectors, allows the use of primary cells (e.g.* 
from tissue explants or cells such as WI38 used in 
production of vaccines) to produce recombinant retroviral 
vectors . 

35 In alternative to the foregoing technique, 

recombinant retroviruses are produced by firsz generating 
the gag/pol and env proteins from a cell line infected 
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with the appropriate recombinant DNA virus in a manner 
similar to the preceding techniques, except that the cell 
line is not infected with a DNA virus carrying the vector 
construct. Subsequently, the proteins are purified and 
5 contacted with the desired viral vector RNA made in. vitro 
transfer RNA (tRNA) , liposomes, and a cell extract to 
process the env prorein into the liposomes, such that 
recombinant retroviruses carrying the viral vector RNA are 
produced. Within this technique, it may be necessary to 
10 process the env protein into the liposomes prior to 
contacting them with the remainder of the foregoing 
mixture. The gag/pol and env proteins may also be made 
after plasmid mediated transfection in eukaryotic cells, 
in yeast, or in bacteria. 

15 ^ technique for producing recombinant retro- 

viruses which can be targeted for preselected cell lines 
utilizes recombinant retroviruses having one or more of 
the following: an env gene comprised of a cytoplasmic 
segment of a first retroviral phenotype, and an extracel- 
20 lular binding segment exogenous to the first retroviral 
phenotype (this binding segment is from a second viral 
phenotype or from another protein with desired binding 
properties which is selected to be expressed as a peotide 
which will bind to the desired target); another viral 
25 envelope protein; another ligand molecule in place of the 
normal envelope protein; or another ligand molecule along 
with an envelope protein that does not lead to infection 
of the target cell type. Preferably, in the technioue 
briefly described above, an env gene comprised of" a 
30 cytoplasmic segment of a retroviral phenorype is combined 
with an exogenous gene encoding a protein having a 
receptor-binding domain to improve the ability of the 
recombinant retrovirus to bind specifically to a" targeted 
cell type, e.g., a tumor cell, m this regard, it may be 
35 preferable to utilize a receptor-binding domain which 
binds to receptors expressed at high levels on the surface 
of the target cell (e.g., growth factor receptors in tumor 
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cells) or alternatively, a receptor-binding domain binding 
to receptors expressed at a relatively higher level in one 
tissue cell type (e.g., epithelial cells, ductal 
epithelial cells, etc., in breast cancer). Within this 
5 technique, it may be possible to improve and genetically 
alter recombinant retroviruses with specificity for a 
given tumor by repeated passage of a replicating 
recombinant retrovirus in tumor cells; or by linking the 
vector construct to a drug resistance gene and selecting 
10 for drug resistance. 

The technique for the construction of retroviral 
vectors with tissue (e.g., tumor) -specific promoters 
utilizes recombinant retroviruses having regulatory 
control elements operative in a tissue of interest (e.g., 
15 beta globin gene promoter in bone marrow leading" to 
expression in reticulocytes, immunoglobulin promoter in B 
cells, etc); the tissue-specific regulatory control 
element being able to direct expression of a gene encoding 
a lethal agent in target cells in which the control 
20 elements are operable. The operability of the regulatory 
control element in different tissues may not need to be 
absolutely-specific for a particular tissue to be used in 
this technique, since quantitative differences in 
operability may be sufficient to confer a substantial 
25 level of tissue specificity to the lethality of the agent 
under the control of the element. 

Techniques for integrating a retroviral genome 
at a specific site in the DNA of a target cell involve the 
use of homologous recombination, or alternatively, the use 
30 of a modified integrase enzyme which will recognize a 
specific site on the target cell genome. such site- 
specific insertion allows genes to be inserted at sites on 
the target cells' DNA, which will minimize the chances of 
insertional mutagenesis , minimize interference from othe- 
sequences on the DNA, and allow insertion of secuences at 
specific target sites so as to reduce or eliminate the 
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expression of an undesirable gene (such as a viral gene) 
in the DNA of the target cell. 

It will be appreciated that any of the above- 
described techniques may be used independently of the 
5 others in particular situations, or can be used in 
conjunction with one or more of the remainder of the 
techniques . 

These and other aspects of the present invention 
will become evident upon reference to the following 
10 detailed description and attached drawings. 

Brief Description of the n-ra^S^ ge 

Figure l depicts three different families of 
vectors used to produce HIV env and which may or may not 
15 have the selectable SV-Neo cassette inserted. 

Figure 2 illustrates the HIV env expression 
levels seen in polyacrylamide gel electrophoresis of HIV 
env-specific radioimmune precipitations of extracts of 
human Sup Tl cells transacted with the vectors shown 
20 The markers are in kilodaltons, gp 160 and gp 120 mark the 
appropriate proteins, and 517 + tat is the positive 
control (HIV LTR driving env in the presence of tat) . 

Figure 3 depicts the protocol for testing T-cell 
killing induced in mice injected with syngeneic tumor 
25 cells expressing HIV env (the vector is pAF/Env^sVjneo) . 

Figure 4A graphically depicts the results of the 
experimental protocol in Figure 3. The specific killing 
is seen in the top graph with BCi0MEenv-29 being killed 
but not B/C10ME conrrol cells lacking in HlVenv- 
30 expression. 

Figure 4B illustrares the specificity of the CTL 
for HIV envelope antigens. 

Figure 4C demonstrates the phenotype of the 
effector cell population generated in the experimental 
35 protocol in Figure 3. The effector cell population is 
that of an L3T4~lyt2 + (CD4~CD8 + ) T lymphocyte. 
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Figure 4D illustrates the MHC restriction 
requirements for the Balb/c anti-BCenv CTL response. 

Figure 4E demonstrates that CTL can be induced 
in vivo by irradiated nonprolif erating stimulator cells 
5 Figure 4F illustrates the dose-resoonse 

relationship of immunizing Balb/c mice with BCenv 
stimulator cells. 

Figure 4G demonstrates the generation of CTL 
responses by different H-2<* mouse strains as well as Fl 
10 hybrid mice against BCenv target cells. 

Figure 4H demonstrates that CTL induced in mice 
to envelope of the HIV in B strain of virus kill (B /c 
10ME env) HlVenv-expressing target cells as well as non- 
target B/C io ME cells (EC) if they are coated with 
15 peptide homologous to the HIV III B strain of virus (rp 
13S). The results also demonstrate that these CTL cross- 
react and kill some cells coated with peptide homologous 
to the envelope of the MN strain of HIV (RP i 42 ) . 

Figure 41 demonstrates induction of HIV envelooe 
20 specific murine CTL (Env-specif ic-CTL) following 
intraperitoneal injection of io 7 BC cells transfected with 
Plasmid DirA having a recombinant vector construct in which 
the cytomegalovirus (CM V) promoter directs transient 
expression of the HIV nib envelope as evidenced by 
25 specific CTL killing of BCpCMVenv a target cells 
transiently-expressing HIVenv (BCpCHVenvIlib target) and 
cloned stable - HIVenv-expressing BC29 target cells (BC29 
target) but not non-infected BC cells (BC10ME target) . 

Figure 4J demonstrates that murine bc target 
10 cells infected two days before use by transection with 
CMVH2-Dd or RSV-Dd which encode H2— Dd under control of the 
Cmv or RSV-LTR promoter, respectively, serve as target 
cells for killing by C57BL16 muring CTL immunized with 
Balb/c cells (H2-Dd) . These CTL specifically kill taraet 
5 cells expressing H2-Dd but not control 3T2 cells. 

Figure 4K graphically depicts the results of an 
experimental protocol similar to rhat in Figure 2, wherein 
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mice were injected with cells expressing gag/pol (BC -i- 

SET** 9a9/po1 or gag/pro * 

killed their respective target cell, either BC-1 or BC-i- 
5 16H target cells, respectively, but not B/C io ME cells 

Figure 4L demonstrates that CTL induced " by 

SThT 1 **" ° ellS CBC - 1 - 15H '- ^breviared 1-1-0 
cells! gag/P01 (1 " 1SH) ^ ^'P™* (BC " 1) tar * et 

10 Figure 4M demonstrates that CTL induced bv 

gag/prot stimulator cells (BC-1, frilled both gag/prot (Bel 
1) and gacj/pol (1-ish) target cells. 

Figure 4N demonstrates that two (2x) direct 
sections of HIVenv encoding retrovirus by the 

15 .ntraperitoneal (I.P., or 7 

stimulated the development of CTL capable of specif ical" 
filing BdOMEenv-29 cells but not B/C io ME control cells 

20 „ F±gUre 40 dem ° nStrates ^ immunization of 

s^latoT" if 9PBL USing aUt ° 1090US —formed 
In^lT • fr ° n d ° n0r # " ttat were 

infected ^ y^o with recombinant retroviral vector 

^-EBV-HIVenv, to effect induction of CTL 
which frill 99-EBV-HXVenv target cells but not negative 

™ h r° l090US CeUS ' i * e " ti-O-tJ « 

(99 PEA blasts,. Donor #99 ^ 

35 e * idence ° by a lower level of frii ling of posit:ive 
control 99-EBV target cells. Positive 

Figure P demonstrates that human HT1080 cells 

^ b0th nUr±ne " H2— Dd and HXVenv antigen 
(HT1080 + Dd + env, simultaneously express both gene 
products in a functionally-active form as evidenced by the 
lysis of these cells by HXVenv-immune murine CTL. These 
HXVenv-immune CTL did not induce significant l ysis of 
35 either control HT1080 (HT1080) cells or 3C ce^s 
expressing H2— Dd (BC-Dd, . 
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Figure 4Q demonstrates in panel A the lysis of 
BC cells expressing HIV envelope proteins (BCenvIlib) and 
BC cells coated with RP135 »V31oop" ("loop") synthetic 
peptide by HIVenv-immune CTL; in panel B, the lysis of 
5 BCenvAV3 cells lacking the gpi 2 o hypervariable envelope 
loop (i.e., "loopless") by CTL immunized with "loopless" 
BCenvAV3 cells. The CTL immunized with "loopless" BCenvAV3 
were specific, i.e., they did not lyse BC cells lacking in 
HIVenv (BC) and they did not l yse cells coated with the 
10 "loop" RP135 peptide (BC-RP135) . 

Figure 4R demonstrates: in panel A, the specific 
lysis of BC cells expressing a truncated envelope protein 
from a recombinant HIVenv gene (BCpcmv chunk 1 target- 
referred to as "Chunk 1" (see Example 1F2)), and also 
15 cloned infected BC cells expressing HTVenvIlib (BCenvIHb 
29 target) by BCenviiib 29-immune murine CTL; and in panel 
B, the induction of immune CTL in mice immunized with 
BCpCMVChunk 1 cells which specifically kill BCpCMVChunk 1 
target cells and BCenvIlib-i4H target cells but not non- 
20 infected BC cells (BC10ME target) . 

Figure 5 depicts a vector designed to exoress 

SCD4. 

Figure 6 illustrates the construction of the 
plasmids carrying the vectors TKl (without SV-Neo) and TK3 
25 (plus SV-Neo) . 10 

Figure 7 illustrates the construction of the 
plasmid carrying the vector KTVTHAX. 

Figure 8 illustrates the construction of the 

plasmids carrying the vectors KTVTH5 (without SV-Neo) and 
30 KTVTH Neo (with SV-Neo) . 

Figure 9 illustrates construction of the plasmid 
carrying the vector MHMTK-Neo. 

Figure 10 illustrates the construction of the 
plasmid carrying the vector RRKTVIH. 
35 Figure 11 illustrates the construction of the 

Plasmids carrying the tat-his (tat in sense direction) or 
otat (tat in antisense direction) vectors. 
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Figure 12 graphically depicts the preferential 
killing of PA317 cells infected with tathis vector (5 
clones, TH1-5) compared to control PA317, upon infection 
with the three conditional lethal vectors shown and 
5 treatment with acyclovir (ACV) . 

Figure 13 illustrates the constuction of the 
plasmid carrying the vector 4TVTHAX. 

Figure 14 depicts the construction of a viral 
vector carrying HIV inducible marker /reporter genes such 
10 as alkaline phosphatase (AP) . 

Figure is depicts the structure of an HIV 
inducible marker/reporter gene carried on a plasmid which 
can be transfected into cells. 

Figure 16 graphically depicts a time course of 
15 HIV infection of Sup Tl cells carrying the AP marker in 
Figure 15 with HIV at various concentrations of AZT. The 
level of HIV infection was measured by taking small 
aliguots of supernatant. 

Figure 17 graphically depicts the results of the 
20 same experiment as in Figure 16, but with ddc as the HIV 
inhibitor. 

Figure 18 diagrammatically illustrates the 
number of cells surviving after phleomycin selection uoon 
transfecrion of cells with a plasmid which expresses the 

25 phlemoycin resistance gene (PRC) directly from a promoter 
(right, complete line), and with another which expresses 
PRG with a coding seguence interposed between it and the 
promoter (left, dorted line). 

Figure 19 depicrs four plasmids designed to 

30 express retroviral proteins in mammalian cells, psvgp and 
pRSVenv are cotransf ected with a selectable marker, while 
pSVgp-DHFR and pRSVenv-phleo are the equivalent plasmids 
with the selectable marker placed downstream of the viral 
protein-coding regions. 

35 Figure 20 depicts three sites of fusion of HIV 

env and HoMLV env after site-directed mutagenesis. The 
joint at the extracellular margin of the transmembrane 
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region is designated as A, while B and c indicate loca- 
tions of joints at the middle of the transmembrane region 
and cytoplasmic margin, respectively. The numbering i s 
according to nucleotide numbers (SNA Tumor Tln,^ t Vol. 
U, cold spring Harbor, 1985). ST, SR, SE are the starts 
of tat, rev and env while TT, TR, and TE are the 
corresponding termination sites. 

Figure 21 depicts the substitution of 03 in a 5' 

LTR by a heterologous promoter/enhancer which can be fused 

to either the Sac I, Bssh II or other site in the region 

Figure 22 illustrates a representative method 

for crossing transgenic mice expressing viral protein or 

vector RNA. 



15 P«*ailed BgSSSiBfcjgn Bg th» t™,o^~. 

I- Iranunostimula-h-i rm 

The ability to recognize and defend against 
foreign pathogens is central to the function of the immune 
20 system. This system, through immune recognition, must be 
capable of distinguishing "self" from "nonself" (foreign) 
which is essential to ensure that defensive mechanisms are 
directed toward invading entities rather than against host 
tissues. The fundamental features of the immune system 
25 are the presence of highly polymorphic cell surface 
recognition structures (receptors) and effector mechanisms 
(antibodies and cytolytic cells) for the destruction of 
invading pathogens. 

Cytolytic t lymphocytes (CTL) are normally 
30 mducea by the display of processed pathogen-specific 
peptides in conjunction with the MHC class I or class t X 
cell surface proteins. Also stimulated by this type of 
antigen presentation are the generation and production 
antibodies, helper cells and memory cells. within one 
35 embodiment of the present invention, presentation of 
immunogenic viral determinants in the context of aooro- 
pnate MHC molecules efficiently induces ootimal^CTL 



WO 91/02805 



22 



PCT/US90/04652 



responses without exposing the patient to the pathogen. 
This vector approach to immunostimulation provides a more 
effective means of inducing potent class I-restricted 
protective and therapeutic CTL responses, because the type 
5 of immunity induced by the vector more closely resembles 
that induced by exposure to natural infection. Based on 
current knowledge of several viral systems, it is unlikely " 
that exogenously supplied, nonreplicating viral antigens, 
such as peptides and purified recombinant proteins, will 
10 provide sufficient stimulus to induce optimal class I- 
restricted CTL responses. Alternatively, vector-delivered 
expression of selected viral -proteins or other antigens 
corresponding to a. pathogenic condition, such as cancer, 
within target cells as described within the present 
IS invention provides such a stimulus. 

By way of example, in the case of HXV-i 
infections, patients develop antibodies specific for a 
variety of viral envelope-region determinants, some of 
which are capable of la Sifea virus neutralization. 
20 Nevertheless, disease progression continues and the 
patients eventually succumb to the disease. Low-level CTL 
responses against infected patients' cells (Plata et al. 
Nature 321:348-351, 1987) and against target cells 
infected with recombinant vaccinia vectors expressing HIV 
25 gag, pol, or env (Walker et al., Nature 328:345-348, 1987; 
Walker et al., Science 2AS.: 64-66, 1988) have been detected 
in some HXV-i seropositive patients. In addition, it has 
recently been shown that murine as well as human CTL can 
be induced by autologous stimulator cells expressing HIV 
30 gp 120 via transfection (Langlade-Demoyan et al., 
i^SaamaL, 341:1949, 198S). improved CTL induction could 
be therapeutically advantageous to infected patients and 
provide effective preventive therapy to individuals under 
noninfectious conditions. HIV infection itself may not be 
35 producing an adequate CTL response because other elements 
associated with HIV infection may prevent proper immune 
stimulation. In addition, it may be that stimulation of 
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T-cells by infected cells is an interaction that leads to 
infection of the stimulated T-cells. 

HIV is only one example. This approach should 
be effective against many virally linked diseases or 
cancers where a characteristic antigen (which does not 
need to be a membrane protein) is expressed, such as in 
HPV and cervical carcinoma, HTLV-I- induced leukemias 
prostate-specific antigen (PSA) and prostate cancer' 
mutated P 53 and colon carcinoma, GD2 antigen and melanoma.' 
Example 1 describes procedures for constructing plasmids 
capable of generating retroviral vectors in packaging 
cells, which then lead to expression of HTV viral 
antigens. 



EXAMPT.B i 
Vector? RxnrPgsintT wnr ^i^. 
A * Env Expression v*r*n r {See Figure 1} . 

A 2.7 kb Kpn-Xho I DNA fragment was isolated 
from the HIV proviral clone BH10-R3 (for sequence, see 
Ratner et al., Nature 313:277, i 98 5) and a =400 bp Sal- 
Kpn I DNA fragment from IIIexE7deltaenv (a Bal31 deletion 
to nt. 5496) was ligated into the Sal I site in the 
plasmid From this clone, a 3.1 kb env DNA fragment 

(Xho I-Cla I) which also encodes rev, essential for env 
expression, was purified and ligated into a retroviral 
vector called pAFVXM (see Kriegler et al. , cell 38:483 
1984) . This vector was modified in that the Bgl II sit e 
was changed by linker insertion to a Xho I site to 
facilitate cloning of the HIV env coding DNA fragment. 

A dominant selectable marker gene comprised of a 
SV40 early promoter driving expression of neomycin 
phosphotransferase gene was inserted into the vector at 
the cia I site to facilitate isolation of infected and 

3S CS11 lineS ' ThiS VeCMr is «H- 

35 pAF/Env-/sv 2 neo (see Figure l) . 

The Xho I site upstream from the ENV gene in the 
vector provides a convenient site to insert additional 
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promoters into the vector construct as the RSV promoter, 
SV40 early or late promoter, the CMV immediate early (IE) 
promoter, human beta-act in promoter, and Moloney murine 
MLV SL3-3 promoter. 

One such promoter, the CMV Immediate Early gene 
promoter (see Figure l) , a 673 bp DNA fragment Hinc II to 
Eag I, results in a tenfold increase in ENV expression in 
a human T-cell line called Sup Tl when compared to the 
parental construct pAF/EnvT/SV^neo (see Figure 2). 

To improve titres of the vector one can use a 
recombinant retrovirus based on N2 (Armentano et al., 
V3 -r°*- 61: 1647-1650, 1987; Eglitas et al. , Science 
210:1395-1398, 1985). This vector contains both the 
packaging sequences from M2 as well as the bacterial 
15 neomycin phosphotransferase gene. The above HIV env 
construct was inserted into the unique Xho I site in N2 as 
follows . 

The MoMuLV 5' LTR fragment, including GAG 
sequences, from N2 (Eco RI-Eco RI) was ligated into 
20 plasmid SK + resulting in a construct called N2R5. The 
N2R5 construct was mutagenized by site-directed in vitro 
mutagenesis to change the GAG ATG to ATT. This 
mutagenized site was flanked by Pst I sites 200 bp apart. 
The 200 bp mutagenized fragment was purified and inserted 
into the same Pst I sites (to replace the non-mutagenized 
200 bp fragment) of N2 MoMuLV 5' LTR in plasmid poc 31. 
The resulting construct was called pUC 31/N2RS g 21 . (pUC31 
was derived from pTCl9, with additional Xho I, a g i n, B ss 
HII and Nco I sites inserted between the Eco RI and Sac I 
30 sites of the polylinker) . The 1.0 kb MoMuLV 3' LTR 
fragment from N2 (Eco RI-Sco RI) was cloned into plasmid 
SK" 1 * resulting in a construct called N2R3 (-) . 

From the vector pAF/En^sVjneo the 3.1 kb env 
DNA fragment (Xho 1-cia I) which also encodes rev, 
35 essential for env expression, was purified. From the 
plasmid N2R3 (-) , the l.o kb MoMuLV 3' LTR fragment (Cla I- 
Hind III) was purified. 
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The N2-based env expression vector was oroduced 

I" ^^r Part Ugati0n ** Whi<=h *** *' 1 kb - V fra ^ 
(Xho I-Cla I) and the l.o kb MoMuLV 3' LTR fragment (cla 

I-Hmd III) were inserted into Xho i-cia I site of puc 
5 31/N2R5 g* 1 . p 

A dominant selectable marker gene comprised of a 
SV40 early promoter driving expression of the neomycin 
phosphotransferase gene was inserted into the N2-based env 

10 3lt Si ° n ; eCt ° r ^ ^ Cla 1 Site to facilitate 
10 isolation of infected and transfected cell lines. This 
vector was called KT-l. 

B - Gap EXPT -eSSion Varfnr . 

To efficiently express HXV gag and pol gene 

is 17 ^ 4 retr ° VirUS VeCtor ' *><> -iteria must be met; 

15 1) a rev response element (RRE) must be added to the 
vector to override repressive elements buried in gag and 
pol; and 2 ) REV must be efficiently expressed to interact 
with the rre inserted in the vector, thus allowing for 

20 !ITT tranSP ° rt ° f viral messenger RNA into the 
20 cytoplasm. 

A 2.5 kb Sac I-Eco RV DNA fragment was isolated 
from PBH10-R3 (se e Ratner etal., op. ext.) and ligated 

I ' Sna 1 Site ° f PDC31 -th a linker 

coding for a universal translation termination codon. 
PUC31 is derived from ptJCls with additional Xho I, B gl u 
Bss HII and Mco I sites inserted between the Eco Ri and 
Kpn I sites of the poly linker. However, this construct 
contained the major splice donor ( SD ) site from HXV and 
thus could be problematic in virus generation. The SD 
site was removed by subcloning a 70 bo Rsa I-Ca - 
fragment with a 2.1 kb Cla I-3am HI DMA fragment into the 
Hinc Il-aam HI site of SK\ The Bam HI site was converted 
into a Cla I site by linker insertion. This construct was 
designated SK" 1 " gag protease SD delta. 
35 A 9*9/pol SD deletion complete construct was 

produced by a three-part ligation reaction in which a 757 
bp Xho-Spe I fragment from SK+ gag protease SD delta and a 
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4.3 kb Spe I-Nco I fragment from BH10 R3 were inserted 
into SK- Xhol-Nco I. The Xba I site in SX + was converged 
to a Nco I to facilitate this reaction. 

In order to introduce both rev and the REV 
5 responsive elements in the vector, a 1.4 Jch Ssp I deletion 
in the plasmid SK + HIV env was generated. This deletion 
removed intronic sequences which are not important for REV 
expression (REV expression will continue to be from a 
spliced mRNA. ) In addition, this deletion does not effect 
10 the REV responsive element located in env. The l.i kb DNA 
fragment coding for the dominant selectable marker Meo, 
engineered to contain a eukaryotic translation initiation 
codon, was introduced into the construct at the Bgl II 
site in env. Insertion of neo facilitates detection of 
IS passaged virus as well as selection for virus in an 
unspliced state during passage. A promoter such as the 
CMV is inserted into the Xhol site of this construct. 
This construct is designated SK + CHV/REV/Neo. The final 
viral construct may be produced by a four-part ligation 
reaction. A 2.5 kb Xho I-Xba I DNA fragment from SK + gag 
polymerase SD delta, a 3.5 kb Spe I-Cla I DNA fragment 
from SIT CMV/REV/Neo and a 1.2 kb Cla I-Sind III DNA 
fragment from N2R3(-) (a subclone of N2 containing only 
the 3' LTR) are inserted into pOC N2R5 (a subclone of N 2 
containing the 5' LTR) at the Xho I-Hind III site of this 
construct. 



20 
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c - Gag-?ol Expression Using NS-Rp^ri v 0 ^.^ . 

Efficient expression of HIV gag-pol gene 
30 products requires a REV response element (RRE) and REV (as 
discussed above, see "Gag Expression vector") . 

To obtain REV and RRE, a 2.7 kb Kpn I-Xho I DNA 
fragment was isolated from the HIV proviral clone BH10-R3 
(for sequence, see Ratner et al. , Narur* 322:277, 1985) 
35 and a 400 bp Sal I-Kpn I DNA fragment from exE7deltaenv (a 
Bal 31 deletion to nt 5496) was ligated into the Sal I 
site in the plasmid SK + . This construct was called SK+ 
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enVr - A 239 b ? 5 ' REV DN A fragment (Xho I-Ssp I) and a 4 ^ 
kb RRE/3 'REV in SK+ fragment: (Xho-I-Bgl II) were isolated 
from SK" 1 " ernr. 

To obtain the gag-pol gene, a 2.5 kb Sac i-Eco 
5 Ri DNA fragment was isolated from pBH10-R3 (see Ratner 
et al. , supra) and ligated into the Sac I-Sma I site of 
ptJC3l along with a linker coding for a universal 
translation termination codon. However, this construe- 
contained the major splice donor (SD) site from HIV and 
10 thus could be problematic in virus generation. The so 
site was removed by subcloning a 70 bo RSA I-cia I 
fragment with a 2.1 kb Cla I-Bam HI DNA fragment into the 
Hind Ii-Bam HI site of SK + . The Bam HI site was converted 
into a Cla I site by linker insertion. This construct was 
15 designated SK"*" gag protease SD delta. 

A gag-pol SD deletion complete construct was 
produced by a three-part ligation in which a 757 bp Xho I- 
S P e I fragment from SK + gag protease SD delta and a 4 3 kb 
Spe XHtao I fragment from BH10-R3 were inserted into SK* 
20 xho i-hco I. The Xba I site in SK+ was converted to a Nco 
I to facilitate this reaction. m addition, the Nde 1 
site m pol was converted to an Xba I site. The resulting 
construct was called SK+ gag-pol SD delta. The Xba I site 
from this construct was again converted to create a Bam HI 
site, and the 4.2 kb gag-pol DNA fragment (Xho I/blunt-3am 
HI) was isolated. 

The SIT gag-pol expression vector was produced 
by a three-part ligation in which the 239 bo 5 'REV DNA 
fragment (Xho-I-Ssp I) and the 4.2 kb gag-pol DNA fragment 
(Xho I/blunr-Bam HI) were inserted into the Xho I- 3g1 r- 
4.2 kb RRE/3 'REV in S2T vector fragment. The resulting 
construct was called SK T gag-pol /RRE/REV. 

The N2-based gag-pol expression vector was 
produced by a two-part ligation in which the 5.7 kb gag- 



pol/RRE/REV fragment (Xho I-cia I), f rom sir gag _ 
pol/RRE/REV, was inserted into the Xho l- cla r sita 
PDC31/N2R5 g*. 
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A dominant selectable marker gene fragment from 
N2 (EcoRI-EcoRI comprised of a SV40 early promoter driving 
expression of the neomycin phosphotransferase gene was 
cloned into plasmid SK + . From this a 1.3 kb neo gene 
5 fragment (Clal-Bst Bl) was inserted into the Cla I site of 
the N2-faased gag-pol expression vector to facilitate 
isolation of infected and transfected cell lines. This 
vector was called KT-2 

10 ?• Gag-Protease -RT Expression TT g incr w?-h ase d Ver+nr- 

Efficient expression of gag-protease-reverse 
transcriptase (gag-protease-RT) gene products (gag/prot) 
requires RRE and REV (as discussed above, see "Gag 
Expression Vector") . 

15 REV and RRE were obtained as described above 

(see "Gag-pol Expression Using H2-based Vector") . 

The gag gene contains a major splice donor (SD) 
site which could be a problem in virus generation. The SD 
site was removed by changing GT to AC (nt 744, 74S) by 
site-directed in vjtro mutagenesis of pSLCATde lBgl II ( a 
vector that expresses gag-pol, tat, and rev, derived from 
HIV strain HXB2) . A Sac I site was also created upstream 
of the SD delta site so that a 780 bp SD delta gag 
fragment (Sac I-spe I) could be purified. A 1.5 kb gag- 
prot-RT fragment (Spe I-EcoRV) and the 780 bp SD delta gag 
fragment (Sac I-Spe I) were inserted into pUCia (Sac I-Sma 
I). The resulting 2.3 kb SD delta gag-prot-RT fragment 
(Sac I/blunt-3am HI) was isolated from this pUCia vector. 

The SIC* gag-prot-RT expression vector was 
30 produced by a three-part ligation in which the 239 bp 
5 'REV DNA fragment (Xho I-Ssp I) and the 2.3 kb SD delta 
gag-prot-RT fragment (Sac I/blunt-3am HI) were inserted 
into the Xho I-Bgl II 4.2 kb RRE/ 3 'REV in SK+ vector 
fragment. The resulting construct was called SK 1 " gag- 
35 prot-RT/RRE/REV. 

The N2-based gag-prot-RT expression vector was 
produced by a two-part ligation in which the 3.3 kb gag- 
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pror-RT/RRE/REV fragment (Xho I-cia I) , from SK + gag -oror- 
RT— RRE/REV, was inse rted into the Xho I-cia I site of 
P0C31/N2R5 gH. 

A dominant selectable marker gene fragment from 
M2 (EcoRA-EcoRi) , comprised of a SV40 early promoter 
dnving expression of the neomycin phosphotransf erase 
gene, was cloned into plasmid SK + . From this, a l 3 Kb 
neo gene fragment (Clal-3st BI) was inserted into the N2- 
based gag-pol-RT expression vector at the Cla I site to 
facilitate isolation of infected and transfected cell 
lines. This vector was called KT-3. 

E * Construction of ni-n* ^ resfi ^„ „ 

The murine class I gene encoding H2— Dd gene was 
cloned into a Bluescript^ SK+ plasmid containing either 
the CMV promoter or the RSV LTR inserted upstream of the 
H2-Dd gene. The expression constructs RSV-Dd and CMV-Dd 
were transfected into 3T3 cells using the CaP0 4 /polybrene 
method. 

The expression constructs CMV-Dd and MV7.T4 (a 
retroviral construct expressing human CD4 and neomycin 
Phosphotransferase) were co-transf ected into human HT1080 
cells. The cells were selected with G418 and resistant 
colonies were picked, expanded and tested for exoression 
of H2-Dd by western blot using a rat anti-Dd antibody. 
One of the positive clones (A-9) was infected with N2 env- 
neo (KT-1) . 
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F * Construction — of — htv onvpi ODe ri a T^„„ g *~ ~~ 

epitope ^nr,in r *°r ^ 

Two retroviral vectors were prepared for manning 
the regions in the HIV envelope proteins which contain 
peptide epitopes reactive with CTL. The firs-, referred 
to as Aloop, contains a deletion of 4e 0^2 0 
hypervariable loop which is a region of the HT7 —3 
3S envelope protein reactive with antibody in patient's se-a 
The second, referred to as "Chunk I", contains only the 
envelope region of HIV EO envelope from the amino 
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terminal up to the beginning of the gpi20 loop and also 
lacks the membrane gp41 "tail" of the envelope protein. 
1. A Loop 

A 602 base pair Hinc Il-Sca I fragment of HIV 
5 IIB env was prepared and inserted into plasmid 13 OB. a 
43-mer oligo 5' G AAC CAA TCT GTA GAA ATT AAT AAC AAT AGT 
AGA GCA AAA TGG 3' was synthesized. Mutagenesis of tne 
mismatched primer was done by the method of Kunkel 
(Kunkel, P. A. Prop. Natl. Acad. §cj ttc^ 82:448-493, 

10 1985) to generate an in frame deletion of 106 amino acids. 
This was confirmed by DNA sequencing. The Stu i-Aoc I 
fragment containing the deletion was then inserted into 
the same sites of HIV uxb env that was carried in 
Bluescript SIT (Stratagene, La Jolla) . From this 

15 intermediate, the Xho I-cia I fragment of HIV env IHB 
containing the deletion was inserted into the same sites 
of a modified N2 retroviral vector. (This vector did not 
have the gag ATG start codon.) The SV2neo gene was lastly 
inserted into the cla I site in the sense orientation. 

20 2. Chunk I 

The 1.30 kb Xho I-PVU II fragment of HIV IIIB 
env was cloned into the Bluescript SK + vector (Stratagene, 
La Jolla) ar the Xho I-Hinc II sites. This fragment was 
then reisolated from the vector as Xho I-Bam HI fragment 
25 (Bam HI site from the polylinker) and inserted into the 
Xho I-Bgl II sites of HIV env IIIB carried either in the 
KT-1 retroviral vector or a CMV construct expressing HIV 
IIIB env. 

These plasmids, when placed in a suitable 
30 packaging cell, expressed a retroviral vector construct 
which contains a packaging signal. The packaging signal 
directed packaging of the vector construct into a capsid 
and envelope along with all further proteins required for 
viable retroviral particles. The capsid, envelope, and 
35 other proteins are preferably produced from one or more 
plasmids containing suitable genomes placed in the 
packaging cell. Such genomes may be proviral constructs, 
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which in a simple case may merely have the oackag'nc 
signal deleted. As a result, only the vector win be 
packaged. Suitable packaging or packaging cell lines, and 
the genome necessary for accomplishing such packaging, are 
5 described in Miller et al. fflol. Cel] , m n 6.-2895, l 98 6) 
which is incorporated herein by reference. As described 
by Miller et al. , it is preferable that further changes be 
made to the proviral construct other than simple deletion 
of the packaging signal in order to reduce the chances of 
10 recombination events occurring within the packaging cel^ 
line, which may result in production of viral particles 
which are not replication defective. 

It will be understood that Example i is me -elv 
illustrative of a procedure for generating an HIV envelooe 
15 glycoprotein (gp) or other viral antigen. it is also 
possible to provide a proviral vector construct which 
expresses a modified HIV envelope gp on the target cells 
which will likewise stimulate an immune response, but with 
less T-cell cytopathic effects. Envelope glycoproteins 
can be suitably modified using techniques well known in 
the art, for instance through use of the disclosure of 
articles such as Kowalski et al. (Science 137:1351, i 98 7) 
whicn is herein incorporated by reference. Thus a 
proviral construct may be constructed by the above 
technique which generates retroviral constructs expressing 
such a suitably modified gp. This construct is then 
placed in a packaging cell as described above. "he 
resulting recombinant retroviruses produced from -he 
packaging cell lines may be used in virro and ia vivo ~r= 
stimulate an immune response through the infection o^ 
susceptible target cells. The nucleic acids introduced bv 
these means into the susceptible target cell mav become 
integrated into the nucleic acid of the target cell. ~ 
will be appreciated that other proteins exoressed from -he 
35 HIV genome, such as gag, pol, vif, nef, etc., aa v a^sc 
elicit beneficial cellular responses in HIV-inf ec-ed 
individuals. Proviral vectors such as those describe- 
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below are designed to express such proteins so as to 
encourage a clinically beneficial immune response. it may 
be necessary for certain vectors to include rev coding 
sequences as well as a rev responsive element (Rosen 
5 et al., Proc. Matl. Acad. Sgj. a^3n-7i i 988 ) . 

The following example demonstrates the ability 
of this type of treatment to elicit CTL responses in mice. 



10 



EXAMPLE 2 



A - Ianune Response to Retroviral Vector-^nrio* Antigen* 
A murine tumor cell line (B/C10ME) (H-2 d ) (Patek 
et al " CeU. Immunol. 72,: 113 , 1982) was infected with a 
recombinant retrovirus carrying the pAF/Env r /sv 2 neo vector 
15 construct coding for HT7 en v. one cloned Hiv-env 
expressing cell line (B/C10ME-29) was then utilized to 
stimulate HIV-env-specif ic CTL in syngeneic (i.e., MHC 
identical) Balb/c (H-2 d ) mice (see Figure 3). Mice were 
immunized by intraperitoneal injection with B/C10ME-29 
20 cells (1 x 10 7 cells) and boosted on day 7-14. (Boosting 
was not absolutely required.) Responder spleen cell 
suspensions were prepared from these immunized mice and 
the cells cultured in vitro for 4 days in the presence of 
either 3/C10ME-29 (BCenv) or B/C10ME (BC) mitomycin-c- 
25 treated cells at a stimulator: responder cell ratio of i: 50 
(Figure 3). The effector cells were harvested from these 
cultures, counted, and mixed with radiolabeled ( 51 Cr) 
target cells (i.e., B/ci0MEenv-29 or B/C10ME) at various 
effector: target (E:T) cell ratios in a standard 4-5 hr 
30 3l Cr-release assay. Following incubation, the aicrotitar 
plates were centrifuged, 100 ul of culture supernate was 
removed, and the amount of radiolabel released from lysed 
cells quantitated in a 3eckaan gamma spectrometer. Target 
cell lysis was calculated as: % Target Lysis = Ex? CPM - 
35 SR CPM/MR C?M - SR CPM x 100, vhere experimental" counts 
per minute (Exp CPM) represents effectors plus targets; 
spontaneous release (SR) CPM represents targets alone; and 
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maximum release (MR) CPM reprssenrs 
presence of m HC1. 

The results (Figure 4A) illustrate that CTL 
effectors were induced which specifically lysed HlV-env- 
5 expressing target cells (BCenv) significantly Bore 
efficiently than non-HIV env BC targets. p riffl ed spleen 
cells gesticulated in ^ w±th non-HIV-env-expressing 
control calls (B/CXOME) did not show significant ct! 
activity on either B/C10MEenv-29 or B/C10ME targets 
10 particularly at lower E:T cell ratios. Spleen^ells 
obtained from naive nonimmunized Balb/c mice which were 

STTdir ^ ^ Witt B/C10MEen - 29 not generate 

CTL (data not shown), thus suggesting the importance of 

15 r f M b °° Sting SVent - experiment 

15 has been repeated and similar results obtained. ' 

in another experiment, effector cells obtained 
from Balb/c mice immunized, boosted and restimulated 
With * * H-2* HXV-env-expressing tumor 

20 r^v 7 (L33 ' 41) With "« « ■ P^/Knvr /SV2 „eo 

B/no*rp VeCt ° r C ° nStrUCt Were Ca ^ le °* lysing 
B/ClOMEenv-29 target cells. This provides additional 
support that the CTL generated in these mice are 
specifica.iy recognizing an expressed form of HIV-nv 

25 lens" tha ; h SlmPly 3 ^ Cel1 on the'se 

25 cells. This result also suggests that the vector- 
delivered antigen is presented in a similar manner bv the 

wt ^ZZ 11 UneS * ^ SP6CifiCity ° f ™ ~e 
was further aemonstrated by testing effector cells 

obtained from BCenv i^nunized mice on BCenv target ce 
30 expressing the neo and HIV env genes, bc (non-neo! non-H^ 
env, p^^ targets and BCneo target cells exoress^g 
the neo resistance maricer gene, but no HIV env. F Igure J 
xndicates that the CTL responses are specific for Z £ 
env protein. ax/ 

15 In another experiment, effector cells obtained 

from mice immunized with l x 10' BCenv cells, boosted and 
restimulated i* yit^, were ^ eated ^ 
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monoclonal antibodies (Mab) plus complement (C) in orde- 
to determine the phenotype of the induced cvtotoxic 
effector cells. Effectors were treated with either ant<- 
Thy 1.2 (CD3), anti-L3T4 (CD4 ; RL172.4, Ceredig et al 
liatuxe 314:98, 1985) or anti-Lyt 2.2 (CDS) Mab for 30 
minutes at 4'C, washed l time in Hank's balanced salt 
solution (BBSS), resuspended in low tox rabbit c and 
incubated 30 minutes at 37'C. The treated cells were 
washed 3 times in RPm 1640 complete medium, counted, and 
tested for their ability to lyse BCenv radio-labeled 
target cells as previously described. Figure 4C shows 
that treatment with either anti-Thy 1.2 or anti-Lyt 2 2 
Mab + C< abrogated cytotoxic activity, whereas treatment 
with anti-L3T4 Mab + c or C alone did not significantly 
15 affect cytotoxicity. These results indicate that the 
majority population of cytotoxic effector cells generated 
in this system are of the CD3 + CD4~ CD8 + cytotoxic T-cell 
phenotype. 

Experiments were performed to determine the MHC 
20 restriction of en. effector cells described above. 
Polyclonal antibodies directed against different B>2 
regions of the murine MHC (i.e., anti-H-2 d , anti-H-2D d 
anti-H-2L d , anti-H-a* anti-H-2I d ) were used to inhibit 
the CTL response on BCenv target cells. The anti-H-2* 
25 antiserum was used as a negative control. The data 
(Figure 40) indicate that the Balb/c anti-BCenv CTL 
response is inhibited primarily by the anti-H-2D d 
antiserum. This suggests that these CTL resoonses ar~ 
restricted by MHC class I molecules, most likely encoded 
30 within the D region of tne H-2 complex. 

In addition to experiments in which mice wer» 
immunized with replication-competent HXV env-exoressinc 
tumor cells, tests were conducted to determine whether 
proliferating stimulator cells were necessary for inducing 
35 CTL in vivo. Mice were immunized with either irradiated 
(10,000 rads) or nonirradiated BCenv cells, and the primed 
spleen cells were later stimulated in v^tro, as oreviouslv 
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described. The resulting effector cells were tasted for 
CTL activity on radiolabeled BCanv and BC target cells. 
Figure 4E indicates HIV-specific CTL can be induced 
vivo with either irradiated or nonirradiated stimulator 
cells. These data demonstrate that CTL induction by HIV 
env-expressing stimulator cells is not dependent upon 
proliferation of stimulator cells in vivo and that the 
presentation of HIV env antigen in the appropriate MHC 
context is sufficient for effective CTL induction. 
Formalin fixed cells also elicit an equivalent immune 
response. This shows that killed cells or perhaps cell 
membranes expressing the appropriate antigen in the proper 
MHC class I/II molecular context are sufficient for 
induction of effective CTL responses. 
15 Additional experiments were performed to examine 

the optimal injection dose of BCenv cells into Balb/c 
mice. Mice were immunized with varying numbers of BCenv 
stimulator cells, restimulated ia vitro as described, and 
tested for CTL activity. The results shown in Figure 4F 
20 indicate that immunization of mice with 5 x 10 6 env- 
expressing BCenv-29 stimulator cells generated an optimal 
CTL response under these conditions. 

Further experiments examined the ability of 
vector-infected HIV env-expressing BCenv stimulator cells 
2S to induce CTL responses in other H-2 d mouse strains other 
than Balb/c, in order to provide an indication as to 
genetic restrictions imposed on host responsiveness. 
Different strains of H-2 d (i.e., Balb/c, DBA/2, 310. D2) , 
as well as H-2 d x H-2 b Fl hybrid mice [i.e., C36F1 (Balb/c 
30 x B6 Fl); 36D2F1 (B6 x DBA/2 Fl) J , were immunized with 
BCenv stimulator cells and examined for the induction of 
CTL responses. Figure 4G illustrates that all strains 
including Fl hybrids generate CTL responses against the 
BCenv target cells to varying degrees. Although some 
strains also exhibit responses against the parental (i.e., 
non-HIV env) target cells, these responses are lower than 
those directed against the 3Cenv target. 
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Experiments were also conduced to evaluate -he 
ability of the vector- infected HXVenv (strain Hr B ,! 
expressing BCenv stimulator cells to induce cross -reactive 
CTL responses against other strains of HIV (i e m , 

5 sr r mustrates " at ctl induced wi - £ « - 

III B strain of vector- infected BC stipulator cells Jcili"! 

a r ge u ells M r ed with 115135 peptide 

envelope sequence. These err 

0 also killed BC target cells coated with (i e ^ 
peptide homologous with the HIV MN strain of enveiooe 
proteins) ( Javafaerian et al . , P ~oc ^ * , envelope 
16:6768, 1989). ' ^ ^ ^ 

1 the ah - 1 -l dditiGnal £XPerimentS Were ""ducted to examine 
«L to , ^ -tly-HIVenv. expressing stimulate; 
cells to induce CTL responses in mice. These cells 
distingu^hed f rom the BCenv stimulator cells, descried 
above by virtue of being infected with retroviral vector 
only two days prior to use and not being selected or 
cloned ^ vxt^o prior to use as stimulator cells, i.e bv 
^ection into .ice. The results presented in Pigie 41 
xllustratn that BC cells transfected two days Tef ore 
potion inro mice with plasmid DNA having L H^eT 
Hlb vector construct (in which the cmv promoter £IZ 

sZ r ifi s c lon c^ of r enveiope protein; ^--xb ii 1 :;: 

specify CTL which could be restimulated with BCpcmvir Ib 
-lis « ^ and WQuld km 3c?c:nvI1Ih ^J-^ 

expressing target cells (BCpcmvenv an targec) as we- L 
retrovirus-infeced BC ceils from a cell line which^ 
loned and selected for stable expression of HXVenvx L 
(BC-29 targer). These specific i^une CTL did nor fc«u 
BC10ME control cells which do n«* 

nrnt . . _ nica do not express HIV envelope 

proteins. Thus, B/c eaiie- *. - 
us, h/c cells transiently-expressing *rry 

envelope proteins can serve as 

^ , m ^ serve as effective inducers of 

immune CTL responses in vitro res--i-mi=,- . . 

. — 1 - / res^iauiarors of immune c w 

cells for lysis by ^ « in ^ ^['J? t "** C 

441 — aa ^ ' In addition, the 
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results of similar experiments are presented grachically 
in Figure 4J which illustrates that BC cells transientlyl 
expressing H2-Dd serve as target cells for lysis by H2-Dd 
alio immune CTL. 

To evaluate the ability of other retroviral 
vector-encoded HIV antigens to induce an immune response 
in mice, experiments were also conducted with retroviral 
constructs encoding gag/pol and gag/prot. The results 
presented in Figure 4K illustrates that murine CTL are 
induced by immunization with either gag/pol or gag/prot 
wich can kill their respective target cells, i.e., either 
BC-i-iSH cells (i.e., infected with the gag/pol vector) or 
BC l cells (i.e., infected with the gag/prot vector). 

Further experiments were conducted to evaluate 
the specificity of the CTL killing induced by gag/pol and 
gag/prot stimulator cells. The results presented in 
Figures 4L and 4M illustrate that CTL induced by gag/pol 
or gag/prot stimulator cells killed both gag/pol (i.e., i- 
15H) and gag/prot (i.e., BC-i) target cells. In "this 
case, the killing by CTL may be directed towards shared 
regions common to both gag/pol and gag/prot. 

Implementation of this immunostimulant aDplica- 
tion in humans requires that (1) the gene coding for -he 
antigen of interest be delivered to cells, (2) the antigen 
be expressed in appropriate cells, and (3) MHC restriction 
requirements, i.e., class j and class ^ anr±aen 
interaction, are satisfied. ' within a preferred 
embodiment, preparations of vector are made by growing the 
producer cells in normal medium, washing, the ceils with 
PBS plus human serum albumin (HSA) at io ag/ml, ^en" 
growing the cells for 8-16 hours in PBS plus HSA. Titres 
obtained are typically 10 4 to lo 6 /al depending on'^Lhe 
vector, packaging line or particular producer line clone. 
The vector supematants are filtered to remove cells and 
35 are concentrated up to 100-fold by filtration through 
100,000 or 300,000 pass Amicon filters (Wolff et al. , 
Pyoc. Natl. Acad, gcj , 84:3344, 1987) or other ecuivalent 
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filters. This lets globular proteins of 100,000 or 
300,000 pass but retains 99% of the viral vector as 
infectious particles. The stocks can be frozen for 
storage since they lose about 50% of the infectious units 
on freezing and thawing. Alternatively, the viral vector 
can be further purified by conventional techniques. The 
most direct delivery involves administration of the 
appropriate gene-carrying vector into the individual and 
reliance upon the ability of the vector to efficiently 
target to the appropriate cells, which can then initiate 
stimulation of the immune response. The dose is generally 
10 to 10 6 infectious units/kg body weight. The following 
example demonstrates the ability of direct vector 
injection to stimulate an immune response in mice. 

B- Stimulation Of An Iimmin>» p e snonsa T n Mirv> R v oiror* 
imection Of BgScsEiffiy gjjjjE ^ B1SSSS 

Experiments were performed to evaluate the 
ability of recombinant retroviral vectors to induce 
expression of HIV envelope proteins following direct 
injection in mice. Approximately 10 4 to 10 s colony 
forming units (cfu) of recombinant retrovirus carrying the 
KT-1 vector construct were injected twice (2x) at 3-weeJc 
intervals either by the intraperitoneal (t. p } or 
25 intramuscular (I.a.) route. This amount of retrovirus was 
determined to be equivalent to approximately less than 100 
ftq of protein, which is usually considered too little to 
stimulate an immune response. Spleen cells were preoared 
for CTL approximately 7 to 14 days after the second 
injection of vector and CTL were restimulated la vitro 
using irradiated BCenV stimulator cells as described above 
(see Examole 2A) . The results presented in Figure 4N 
illustrate that direct vector injection by the i.p. and 
I.M. routes stimulates the development of CTL which kill 
BCenv target cells (I.M. 2x; I.?. 2x) but not control B/C 
cells (B/C). Thus, the injection of io 4 to io 5 units of 
retrovirus (an amount of protein antigen which would not 
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usually stimulate an immune response) mav induce 
expression of significant levels of HIV envelope in the 
autologous host cells which thereby leads to the induction 
of a specific CTL immune response. 

However, a more practical approach may involve 
the extracorporeal treatment of patient peripheral blood 
lymphocytes (PEL), fibroblasts or other cells obtained 
from each individual with the vector, producer cells or 
vector plasmid DNA. PEL can be maintained in culture 
through the use of mitogens (phytohemagglutinin) or 
lymphokines (e.g., i L - 2) . The following 

demonstrates the ability of extracorporeal treatment* of 
primate cells to induce expression of vector encoded 
proteins . 

Extracorporeal Traafr^t Of ff, m a n r _ pllt 
Expression Of Vvtn- nr Pnr-nricH Prr)rpi - ng 5 



Experiments were conducted in which human 
peripheral blood leukocytes (PBL) or fibroblasts and 
chimpanzee dermal fibroblasts were infected with a murine 



*- -^^wcu wxwa a murine 
retroviral vector construct in which the cytomegalovirus 
(cmv) promoter drives expression of *-galactosidase (cmv*- 
gal) as a marker enzyme for retroviral gene expression. 
(A more detailed discussion of the use of such -Expression 
25 Markers" appears in Section v, below; and engineering 
retroviral vector constructs carrying the *-gal marker is 
detailed also in Example 7, below). Infection was 
accomplished either by (a) electroporation (250V) or 
transfection (CaP0 4 /polybrene) of recombinant retrovirus 
30 vector plasmid DNA, or (b, viral infection of cells bv 
recombinant retrovirus carrying vector construct rna bv 
using the method of co-cultivating the cells with 
irradiated retroviral vector producer cells, or (c) bv 
direct infection of cells by retroviral vector particles 
15 The results presented in Table I illustrates the infection 
of human and primate cells by recombinant i-gai retroviral 
vector constructs. The results illustrate expression of 
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the ^-galactosidase marker enzyme which can be visualized 
by histochemical staining merhcd, i.e., resulting in the 
development of cells which carry a blue color (blue 
cells). v 

5 



Table I 
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EXTRA CORPOREAL INFECTION OF PRIMATE CELLS 
WTTH RETROVIRAL VECTOR CONSTRUCTS 



CELLS 

Tfornan PUT . 
15 PBL 

PBL 

PBL-rPHA 



TNFECTTOM/ 
CONDITION 



Hectroporare/25QV 
Electroporate/250V 



20 



PBL+PHA+ H-2E2cctn)ponitc/250V 

PBL#1 -r PLB#2 Elcctroporatc/250V 
(MLR) 

PBL#l-rPLB#2 Co-aiitivadonwith 
(MLR) Irradiated Producer 



25 Human Fifrflfr t^i 



30 



AF-2 

Van den berg 
Detroit 551 



CaPOypotybreae 
Retroviral infection 

CaPO^poiybrene 
Retroviral infection 



CaPOypoiybrene 
Retroviral infection 

Chimpanzee FTnrofrlaff 

X80 Retroviral infection 



VECTOR rnM.crrPTrr-r 



anvjSgal(90tfg) 

anv#gai(90tfg) 
cmv/9gal(20/ig) 

cmv£gai(90pg) 
cmv£gal(50pg) 

cmv0gal(9Opg) 
xMLV/Neo^gal (lOMO 4 pru/mi) 



anv0gal(lO(lg) 
MLV&al (!<)■> pru) 

cmv0gal(lO0g) 
MLV0gai(lO J pfu) 

cmv0gainO(lg) 
MLV^gal (MP ptni 



MLV/Jgai 



RESULTS' 
+.+/- 

+,+/- 



20-40% 
+ + 

10-15% 
5% 



35 -*sults of two experiments (separated by V); a +/- indicates 20-99 blue cells: a . indicated 100- 
• 499 b uc «■* ^V v ma 6 atCS 5D0 - 1499 blue ceils; and — indicates greater than iSo bTuTcei^ 



were iafcaed as judged by the presence of blue cells alter sta 



lining. 
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This type of approach allows for infection, monitoring of 
expression and expansion of the antigen presenting cel^ 
population prior to injection, and return of vector- 
expressing cells to the respective patient. other types 
of cells can also be explanted, vector introduced, and the 
cells returned to the patient, only a moderate number of 
infected cells (loV, is necessary to elicit strong 
immune responses in mice, it is probable that the dose to 
elicit an immune response is roughly the same per 
individual animal or patient with very little deoendence 
on body size. 

Within one alternative method, cells are 
infected ex vivo as described above, and either inacti- 
vated by irradiation (see Figure 4E) or killed by fixa- 
15 tion, such as by formalin. Formalin fixation of cells 
treated with a vector expressing HIV env after treatment 
with the vector carrying the HIV env gene induces a strong 
CTL response. 

Within another alternative method, stimulator 
20 cell membrane fragments which contain both the antigen of 
interest and the appropriate MHC molecule as a complex are 
employed. cells are infected with vector, genes 

expressed, cells disrupted and the membranes purified bv 
centrifugation or affinity columns specific for the mh C 1 
25 antigen complex. This process provides greater gualitv 
control from a manufacturing and stability standpoint. 

Within yet another alternative method, an immune 
response is stimulated in tissue culture, instead of in 
the patient, and the immune cells are returned to the 
30 patient. The following example demonstrates the abilitv 
of this type of approach to induce immune CTL in tissue 
culture. 

3S D - v r ro T ^" c :" on of Tropun » »--T ™ Tr « to **, -™<^, 

■ iD vector- encoded Antigeng a 1 1 1 

Experiments were conducted to evaluate the 
ability of retroviral vector encoded antigens to induce ^an 



WO 91/02805 PCT/US90/04652 



10 



in vitro immune response in human peripheral blood 
leukocytes. PBL were prepared from donor #99 blood by 
leukopheresis and Ficoll-Hypaque density gradient 
sedimentation, and were stored frozen until use in liquid 
nitrogen in RPMI medium containing 20% FBS and io% 
dimethylsulf oxide. To prepare EBV-transformed cell lines, 
freshly thawed PBL from donor #99 were depleted of 
T lymphocytes using OKT3 antibody and complement (or 
cyclosporin treatment) , and 1 ml of EBV-containing culture 
supernatant from the B95 EBV-transformed lymphoblastoid 
cell line was added for each 5 x 10 6 T-depleted PBL in a 
total volume of 5 ml RPMI medium containing 2% human A— 
minus serum. The EBV-infected cells were distributed into 
96 well round bottom tissue culture microtiter plates 
IS (200 Ail per well) and placed in tissue culture at 37»c in 
95% air/5% co 2 until visible cell pellets were observed in 
the bottom of the wells, after which time, the cells were 
removed from the wells, expanded in tissue culture dishes 
and flasks and periodically passaged. To prepare EBV- 
20 HIVenv stimulator cells for in vitro immunization, lo 7 
EBV-transformed PBL were treated in 10 ml RPm medium with 
10 4 cfu/ml of tissue culture supernatant (or purified 
virus) from a producer cell line productively-infected 
with the KT-1 HIVenv retroviral vector. This vector also 
25 contains the neomycin drug resistance gene which confers 
resistance to G418 (a neomycin analogue). After overnight 
incubation at 37 »C in tissue culture the infected EBV- 
transformed cells were collected by centrifugarion and 
resuspended in l ml of RPMI medium containing 10% ?bs. 
30 EBV-transformed HIVenv expressing cells were selected for 
neomycin-resistance by adding 600 fig/ml of G418 to the 
medium and distributing 100 jtl into each well of a 96 well 
round bottom microtiter plate. The plates were placed in 
tissue culture at 37 »c until visible cell pellets were 
35 observed, at which time, the cells were removed, expanded, 
and periodically passaged in tissue culture. HIVenv 
expression was verified by Western blot analysis using 



W ° 91/02805 PCT/IIS90/04652 

43 



monoclonal or goat antibodies to HIV envelope orote<ns to 
identify gpieo and gpi20 on nitrocellulose blocs of SDS- 
PAGS gels. Alternatively, HlVenv expression was verified 
by assaying for the ability of EBV-transformed HXVenv- 
5 expressing cells to induce SupTl cells to for* 
multicellular syncytia, i.e., a property of SupTl cells 
induced by some HTV envelope proteins. Finally, the donor 
#99 EBV-transformed HXV-env-expressing lymphoblastoid 
stimulator cells were irradiated at 10,000 R to inhibit 
10 cell replication To prepare in. v^ immunized human 
effector PEL, 10? freshly-thawed donor #99 cells were 
mixed with io« EBV-transformed HXV env-expressing 
stimulator cells in RPMi 1640 containing 5% ^ 
inactivated A-minus human serum with pyruvate and non- 
15 essential amino acids and the cell mixture was incubated 
at 37-c for 7 days in tissue culture at a final density of 
1-5 x io cells per ml. After 7 days, the in vitro- 
immunized effector cells were restimulated (in the same 
manner as described above) , for an additional 5 to 7 days 
20 using a second addition of irradiated stimulator cells 
To prepare target cells for the CTL assays, irradiated 
EBV-*ransformed HTV env stimulator cells were incubated 
for l hour with "cr, as described previously in 

Example 2A. The 51 Cr release hih b „ s 

^e-tease Killing assay was also 

25 performed as described previously (Example 2A, above) but 
using donor #99 effector and target cells. 

The results presented in Figure 40 illustrate in 
immunization of human donor #99 P3L to k< i ■ 
autologus EBV-transformed lymphoblastoid target cel'l 
30 expressing HXV envelope proteins (99-SSV-HXVenv) encoded 
by the KTl retroviral vector. The results also show 
killing of autologous EBV-transformed cells (99-E3V) 
resulting from a natural immunity to EBV (i.e., prior S3V 
exposure as evidenced by the presence of antibodv to EBV 
35 in the serum from donor #99) . j*^* donor 

#99 effector cells also showed a low level of killing of 
normal autologous PHA-stimulated lymphocytes (pha blasts) 
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at the 100:1 effector to target cell ratio, perhaps 
attributable to reactivation of latent EBV in these cells 
during i& vitro culture. 

This approach also allows the use of cells that 
5 do not express human MHC molecules or express decreased 
levels of MHC (e.g., human cell mutants, tumor cells, 
mouse cells) . Individual MHC class I or class II genes 
are infected into MHC-cells to give expression of the 
individual corresponding MHC protein, in a particular cell 
10 line. The following example demonstrates the ability of 
this type of approach to induce expression of MHC proteins 
in a particular cell line which are functionally-active in 
presenting antigen to immune CTL. 



IS E. Infection of Cells ^ith hni-h mtjc and mtignn 

Recombinant infectious retrovirus carrying 
murine H-2 genes are reported to induce expression and 
presentation of H-2 antigens so that cells infected with 
the retrovirus serve as target cells for lysis by 
20 allogeneic immune murine CTL (Weis, J. h. et al. , Molec. 
Cell Biol. 1:1379-1384, 1985). m this case the H-2 
antigen and its peptidic antigenic fragments are 
synthesized by the target: cell and become associated with 
homologous "self" MHC molecules that are the natural 
25 biosynthetic product of the target cell. 

It was reasoned that it may be possible to have 
antigens presented by MHC molecules that are not the 
natural biosynthetic product of the cell when (a) the MHC 
gene is introduced into cells in a manner that permits 
30 proper expression of the gene and synthesis, folding, and 
processing of its protein product so that it is 
functionally active in the cell, and (b) the antigen gene 
is also introduced in a manner that would allow gene 
expression with synthesis of the antigen protein and 
35 appropriate association of its peptide antigenic fragments 
with the MHC molecules. To evaluate infection of cells 
with both antigen and MHC genes, and simultaneous 
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expression of both gene products, experiments were 
conducted using murine H2-0d as the MHC gene, HIVenv as 
the antigen, human HT1080 cells as the target cells, and 
murine HIVenv immune CTL as the effector cells. In this 
case the human cell must properly express the murine H2-Dd 
protein and the HIV envelope protein; the HIVenv peptidic 
antigen fragment must become associated with functional 
murine H2— Dd proteins; and, finally the H2-Dd peptidic 
HIVenv-H2-Dd complex in the human cell must properly 
present the antigen in the complex to HIVenv-immune murine 
CTL for the human target cell to be killed. The results 
presented in Figure 4P illustrate that HT1080 cells 
transfected with murine H2-Dd and subsequently infected 
with retroviral vector carrying the KT-i HIVenv vector 
IS construct (HT1080 + Dd + env) present antigen and are 
killed by CTL that were induced in mice by immunization 
with murine BCio env- 29 cells, as described above (see 
Example 2A) . These HIVenv- immune CTL kill in an antigen- 
specific manner, i.e., there was no lysis of control 
HT1080 cells or BC cells expressing only H-2Dd (BC-Dd) and 
not HIVenv. 

In a similar manner, tumor cells may be infected 
with an MHC gene and a tumor antigen in order to oromote 
either the induction of immune CTL or the killing of the 
25 tumor cells by immune CTL. In this manner autologous 
(i.e., from the patient) , allogeneic (i.e., from another 
human donor), or xenogeneic (i.e., from an animal) CTL may 
be used to promote killing of human tumor cells by 
infecting the tumor cell with both an appropriate MHC 
30 molecule and a tumor antigen. 

A bank of cell lines capable of displaying 
antigens in the context of different MHC classes may also 
be generated by infecting cells with an MHC gene (or 
fragment thereof) or with both an MHC gene and an antigen 
35 gene (or fragment thereof). A small number of these (io- 
20) will cover (i.e., have a match with) the majority of 
the human population. For example, HLA A2 is present in 
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about 30-60% of individuals. In the case of non-human 
cells, those can be derived from transgenic animals (such 
as mice) which express human MHC molecules generally or in 
specific tissues due to the presence of a transgene in the 
strain of animals (see, e.g., Chaaberlin etal., Proc. 
Nat J.. Acad. Scj. PSA 85:7690-7694, 1988). These cell 
lines may be useful for mapping the peptidic antigenic 
fragments in tumor cell antigens or infectious agents 
which represent the major immunodominant epitopes of the 
protein for CTL or antibody induction. 

In any of the above situations, the presentation 
or response to the presentation can be enhanced by also 
infecting into the cells genes of other proteins involved 
in the immune interactions which are missing or 
underrepresented (e.g., fi microglobulin, LFA3, CD3, ICAM-I 
and others). fi microglobulin is a nonvariant, necessary^ 
subunit of the class I MHC, CD3 is involved in the MHC 
interaction, and LFA3 and ICAM-I molecules enhance the 
interaction of cells of the immune system (see, e.g., 
Altmann et al. , Nature 338:512, 1989) leading to stronger 
responses to the same level of immune stimulation. 

In the case of transgenic mice expressing human 
MHC, the stimulation could also be performed in the mouse 
using somatic transgenic mouse cells expressing a foreign 
antigen, the gene for which was introduced by a viral 
vector or other means, as stimulators. The mouse CTL thus 
generated would have T-cell receprors expressing in the 
context of the human MHC, and could be used for passive 
cellular immunization or treatment (i.e., infused into 
patients) of patients. 

As a further alternative, one can use cells from 
a patient and boost expression of "self" MHC class I genes 
by introducing the matched MHC gene by vector transfer or 
other means including the use of genes encoding proteins 
(e.g., interferons) which stimulate MHC expression or the 
use of regulatory elements which control expression of MHC 
gene expression. Such a boost in MHC I expression causes 
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more efficient presentation of foreign antigens, whether 
they are present already in the patient's cells (e.g.* 
tumor cells) or subsequently added using viral vectors 
encoding foreign antigens. This, in turn, leads to a more 
5 potent immune response when even cells with reduced MHC I 
expression (such as some virally infected cells or some 
tumor types) are efficiently eliminated. Within certain 
aspects of the present invention, one can infect 
susceptible target cells with a combination or permutation 

10 of nucleic acid sequences encoding (a) individual Class I 
or Class II MHC protein, or combinations thereof; 
(b) specific antigens or modified forms thereof capable of 
stimulating an immune response; ( C ) both MHC and 
antigen (s); and (d) other proteins involved in the immune 

15 interactions which are missing or underrepresented, as 
discussed above. The respective steps of infection may be 
performed in yivo or e* vivo. The immune CTL induction 
may be performed either e* yiyo, or in visa and the killing 
of the specific cell types may be effected ex vjvo or 
20 in vivo . i — 

A different form of administration is the 
implantation of producer lines making retroviral vector 
particles. These may be immunologically unmatched 
classical producer cell lines or the patients own cells, 
25 which have been explanted, treated and returned (see VI 
Alternative Viral Vector Packaging Techniques, below) 
Both types of implants (10= - io* cells/kg body weight) 
would have a limited life span in the patient, but would 
lead to the retroviral vector infecting large numbers (lo 7 
30 - 10- ) of cells in their vicinity in the body. 

In any case, the success of the HIV immune 
stimulating treatment can be assayed by removing a small 
amount of blood and measuring the CTL response using as . 
targets the individual's own cells infected with vector 
35 leading to env expression. 

When it is desired to stimulate an MHC class I 
or class II restricted immune response to pathogens^ 
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including pathogenic viruses other than HIV, suitable 
forms of envelope or other antigens associated with such 
retroviruses which will stimulate an immune response can 

in the art. in general, 
5 there will be combinations of epitopes which cause induc- 
tion of various parts of the immune system (e.g., Tg-, 
T C -, B-cells). In addition, some epitopes may be 
pathogenic or hypervariable but immunodominant. The 
present invention allows a "mix-and-match" selection of 
10 combinations of desirable epitopes and exclusion of 
undesirable epitopes. For example, in HIV, a number of 
hypervariable loops which carry immunodominant B- and 
T-cell epitopes can be strung together in the gene 
sequence carried by the vector so that the resultant 
15 immunostimulation is appropriate for the preponderance of 
HIV strains found clinically. The following example 
illustrates procedures using retroviral vectors for 
identifying and mapping CTL-modified forms thereof. 

20 F * Vecto ^ s Expressing HTV Anti eren-i c — „ 

The results presented above in Example 2 (above) 
illustrate that mice immunized with retroviral vector- 

25 encoded HTVenv develop significant class I MHC-restricted 
CTL responses that are specific for HIVenv. Further, the 
results presented in Example 2 illustrate that HIVenvIllB 
induced CTL which exhibit lytic activity on target cells 
coated with synthetic peptides derived from the gpi 2 o 

30 hypervariable region of both HXV-IXIB and HXV-MK variants. 
To further map the regions within the HIV envelope gene 
encoding peptidic antigen fragments reactive in inducing 
and stimulating CTL, and in mediating lysis of targets bv 
immune CTL, experiments were conducted with the "A loop" 

35 and "Chunx: I" recombinant retroviral vector constructs 
described in Example IF, above, The "1 loop" vector is an 
HIV-HIB env-encoding vector construct which has a 
deletion of the gpi 2 0 hypervariable loop in the V3 domain 
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of tne envelops gen. so thn a trancacsd proMin 

produced containina only the non-loop ("loopless", 
portions of HIVenv. ; 

. _ . T ° ^ PSptidic ^igenic epitopes within the 

5 HIV envelope protein reactive with CTL, experiments were 
conducted in which retrovirus carrying the "A loop" vector 
construct was used to infect BC cells and thereby create 
cells expressing envelope proteins having the truncated 
for* of "loopless.. envelope, i.e., lacking ^ 
10 hypervarxable loop (BCanvAV3 cells,. These n loap Z Sa « 
HIVenv cells were tested for their ability to induce 
HIVenv-xmmune CTL in nice. The results presented in 
Fxgure 4A include control assays, in panel A , and 

is rT^ 1 aSSayS *" Panel B * The res * lts illustrate 
15 that CTL are mduced in mice by "loopless" BCenvAV3 cells 

and these CTL kill both BCenvAV3 cells (panel IB, Figure 

40) and BCenvAV3 target cells expressing a full-length 

envelope protein. Specificity of the CTL was illustrated 

20 ilUrB t0 lySS BC CS11S ^ expressing 

20 HIVenv) or BC cells coated with the RP135 synthetic -loop" 
peptide (BC-RPX35), i.e., lacking in the BCenvAV3 celL 
used to induce the CTL. The results of control assays 
presented in Figure 4Q, panel A, illustrate that BC ceUs 
coated with RP135 peptide (BC-rp^s, eff ectively-presenued 
antigen to BCenv- loop -immune CTL (i.e., BCenv-immune 
CTL) and were killed by these effector cells in a soecif ic 
manner, i.e., the BCenv-immune CTL did not kill ac celi s 
(the negative control) but did kill BCanv target ce"s 
(the positive control). Thus, ratrovirus-carryinc 
recombinant vecror constructs can be used to identify and 
map regions of the HIV envelope protein that induce CTL 
and confer lysability upon target cells. 

To further map the peptidic antigenic regions 
within the HIV envelope, experiments were conducted in 
which the .'Chunk vector construct was used to infect bc 
calls and thereby create cells expressing a "looDless" 
envelope protein which also lacks peptide sequences in 
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regions adjacent to the gpi20 loop. The results presented 
in panel A of Figure 4R illustrate that targer cells 
expressing "Chunk 1» (i.e., B CpCMV Chunkl target) are 
lysed in a specific manner by HIVenv-immune CTL, i. e 
5 these CTL do not lyse BC10ME cells (the negative control)' 
but do lyse BC cells expressing HTVenv (BCenvIHB target) 
The results presented in panel B of Figure 4R also 
illustrate that BCpCMV chunk 1 target cells and BC cells 
expressing HIVenv (BCenv IIIB 14H target) are lysed but 
10 not BC10ME cells (BE10ME target) . 

An alternative approach to creating a desired 
immune response is to deliver an antigen-specific T-cell 
receptor gene to an appropriate cell, such as a T-cell? 
It is also possible to molecularly graft the genetic 
IS message for antigen recognition sites of immunoglobulin 
molecules into the corresponding sites in the genes of the 
related T-cell receptor subunits a and fi. such altered 
protein molecules will not be MHC restricted, and will be 
able to perform as Tg- and T c -cells specific for the 
20 antigen defined by the original immunoglobulin. Another 
tactic is to transfer genes for effector molecules in NK 
into NK cells to confer additional non-MHC limited killing 
capability on these cells. i„ addition, soecific 
immunoglobulin genes could similarly be useful when 
delivered to B-cells to cause the large-scale la viva 
production of a particular antibody molecule in a patient. 

II. Mocking- Agents 

-Many infectious diseases, cancers, autoimmune 
diseases, and other diseases involve the interaction of 
viral particles with cells, cells with cells, or cells 
with factors. In viral infections, viruses commonly enter 
cells via receptors on the surface of susceptible cells. 
In cancers, cells may respond inappropriately or not at 
all to signals from other cells or factors. I„ autoimmune 
disease, there is inappropriate recognition of "self" 
markers. within the present invention, such interactions 



25 



30 



35 



WO 91/02805 



51 



PCT/US90/04652 



IS 



20 



25 



30 



may be blocked by producing, is vjvc,, an analogue co 
either of the partners in an interaction. 

This blocking action may occur intracellular^ 
on the cell membrane, or extracellular ly. The blocking 
. action of a viral or, in particular, a retroviral vector 
carrying a gene for a blocking agent, can be mediated 
either from inside a susceptible cell or by secreting a 
version of the blocking protein to locally block the 
pathogenic interaction. 

In the case of HIV, the two agents of inter- 
action are the gp i 20/gp 41 envelope protein and the CD4 
receptor molecule. Thus, an appropriate blocker would be 
a vector construct expressing either an HIV env analogue 
that blocks HIV entry without causing pathogenic effects 
or a CD4 receptor analogue. The CD4 analogue would be 
secreted and would function to protect neighboring cells, 
whale the gp i 20 /gp 41 is secreted Qr pr£Jduced 
xntracellularly so as to protect only the vector- 
containing cell. it may be advantageous to add human 
immunoglobulin heavy chains or other components to CD4 in 
order to enhance stability or complement lysis. Delivery 
of a retroviral vector encoding such a hybrid-soluble CD4 
to a host results in a continuous supply of a stable 
hybrid molecule. 

Vector particles leading to expression of HIV 
env may also be constructed as described above. it will 
be evident to one skilled in the art which portions are 
capable of blocking virus adsorption without over- 
pathogenic side effects (Willey et al., J. vi~m S2., 39 
1988; Fisher et al. , Science 223:655, 1986). The followl 
mg example describes the construction of a CD4 vec-or 
from which infectious vector particles were made (Figure 
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EXAMPLE 3 
sCD4 Vector 

1. A 1.7 kb Eco Rl - Hind III DNA fragment 
from pMV7.T4 (Maddon et al., Cell £7:333, 1986) was blunt- 

5 end ligated to the Hinc II site of Sk + . 

2. A universal translation termination 
sequence containing an Xba I site was inserted into the 
Nhe I site of the CD4 fragment. 

3. The 1.7 kb Xho I - Cla I fragment was 
10 excised and cloned into the Xho I - cla I site of pAFVXM. 

These vector plasmids can be used to generate infectious 
vector particles, as described in Example l. 

Such infectious blocking vectors, when put into 
human T-cell lines in culture, can inhibit the spread of 

IS HIV infections. Preparation, concentration and storage of 
infectious retroviral vector preparations is as for the 
immunostimulant. Route of administration would also be 
the same, with doses about tenfold higher. Another route 
which may be used is the aspiration of bone marrow, 

20 infection with retroviral vector and return of this 
infected marrow (Gruber et al. , Science 230:1057, 1985) to 
the patient. Since the marrow replication will amplify 
the vector expression through cell replication, doses in 
the range of the immunostimulant can be used (10 s - lo 6 /kg 

25 body weight) . 

In any case, the efficacy of the treatment can 
be assayed by measuring the usual indicators of disease 
progression, including antibody level, viral antigen 
production, infectious HI7 levels, or levels of 
30 nonspecific. infections. 

HI. Expression of Palliatives 

Techniques similar to those described above can 
be used to produce recombinant retroviruses with vector 
35 constructs which direct the expression of an agent (or 
"palliative") which is capable of inhibiting a function of 
a pathogenic agent or gene, within the present invention. 
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"capable of inhibiting a function" means chat the 
palliative either directly inhibits the function or 
indirectly does so, for example, by converging an agent 
present in the cells from one which would not normally 
inhibit a function of the pathogenic agent to one which 
does. Examples of such functions for viral diseases 
include adsorption, replication, ge „e expression 
assembly, and exit of the virus from infected cells' 
Examples of such functions for a cancerous cell or 
cancer-promoting growth factor include viability, cell 
replication, altered susceptibility to external signals 
(e.g., contact inhibition), and lack of production or 
production of mutated forms of anti-oncogene proteins. 

15 (i) Inhibit™- PalH a H MB 

in one aspect of the present invention, the 
recombinant retrovirus carries a vector construe* which 
directs the expression of a gene which can interfere with 
a function of a pathogenic agent, for instance in viral or 
20 malignant diseases. such expression may either be 
essentially continuous or in response to the oresence in 
the cell of another agent associated either with the 
pathogenic condition or with a specific cell type (an 
-identifying agent-). i„ addition, vector delivery may be 
25 controlled by targeting vector entry specifically to the 
desired cell type (for instance, a virally infected or 
malignant cell) as discussed below. 

A preferred method of administration < s 
leukophoresis, in which about 20% of an individual's pbls 
30 are removed at any one time and manipulated in v<*- r ~ 
Thus, approximately 2 x io 9 cells may be treated and 
replaced. since the current maximum titres are around 
10 /ml, this requires 2 to 20 liters of starting viral 
supernatant. Repeat treatments also would be performed? 
35 Alternatively, bone marrow may be treated and allowed to 
amplify the effect as described above. 
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In addition, packaging cell lines producing a 
vector may be directly injected into a subject, allowing 
continuous production of recombinant virions. Examples of 
suitable cell types include monocytes, neutrophils, or 
5 their progenitors, since these cells are present in' the 
peripheral blood but can also leave the circulatory system 
to allow virus production in extravascular tissue 
(particularly the central nervous system) where virion 
production may be therapeutically required. such a cell 

10 line would ultimately be rejected as foreign by the host 
immune system. To ensure the eventual destruction of 
these foreign cells from the host (even an immuno- 
suppressed host) the cell line may be engineered to 
express the gene for a conditionally lethal protein, such 

15 as HSVTK. Thus, administration of the drug Acyclovir 
(ACV) (a drug which is specifically toxic for cells 
expressing HSVTK) eliminates these cells after sufficient 
vector has been produced in yiva. such a packaging cell 
line could be a continuous cell line or could be made 
20 directly from host cells. 

In one embodiment, retroviral viruses which 
express RNA complementary to key pathogenic gene 
transcripts (for example, a viral gene product or an 
activated cellular oncogene) can be used to inhibit 
25 translation of that transcript into protein, such as the 
inhibition of translation of the HIV 'tat protein. since 
expression of this protein is essential for viral repli- 
cation, cells containing the vector would be resistant to 
HIV replication. To test this, the vector atat (Figure 
30 10) has been constructed, packaged as recombinant virions 
and introduced into human T-cells and monocyte cell lines 
in the absence of replication-competent helper virus. 

In a second embodiment, where the pathogenic 
agent is a single-stranded virus having a packaging 
35 signal, RNA complementary to the viral packaging signal 
(e.g., an HIV packaging signal when the palliative is 
directed against HIV) is expressed, so that the associa- 
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tion of these molecules with the viral packaging signa^ 
will, in the case of retroviruses, inhibit stem looo 
formation or t*NA primer binding required for prooe- 
encapsidation or replication of the retroviral RNA genome " 
In a third embodiment, a retroviral vector may 
be introduced which expresses a palliative capable of 
selectively inhibiting the expression of a pathogenic 
gene, or a palliative capable of inhibiting the activity 
of a protein produced by the pathogenic agent. m the 
case of HIV, one example is a mutant tat protein which 
lacks the ability to transactivate expression from the HIV 
LTR and interferes (in a transdominant manner) with the 
normal functioning of tat protein, such a mutant has been 
identified for HTLV II tat protein ("xil Leu 3 » mutant; see 
15 Wachsman etal., Science 235:674, 1987). A mutant 
transrepressor tat should inhibit replication much as has 
been shown for an analogous mutant repressor in HSV-i 
(Friedmann et al., Nature 221HS2, 1988). 

Such a transcriptional repressor protein may be 
20 selected for in tissue culture using any viral-soecif ic 
transcriptional promoter whose expression is stimulated bv 
a virus-specific transactivating protein (as described 
above). m the specific case of HIV, a ce" line 
expressing HIV tat protein and the HSVTK gene driven by 
25 the HIV promoter will die in the presence of ACV 
However, if a series of mutated tat genes are introduced 
to the system, a mutant with the appropriate properties 
(i.e., represses transcription from the HIV oromoter in 
the presence of wild-type tat) will grow and be selected. 
The mutant gene can then be reisolated from zhese cells. 
A cell line containing multiple copies of the condition- 
ally lethal vector/tat system may be used to assure that 
surviving cell clones are not caused by endogenous muta- 
tions in these genes. A battery of randomly mutagenic 
tat genes are then introduced into these cells using a 
"rescuable" retroviral vector (i.e., one that expresses 
the autan- tat protein and contains a bacterial origin of 
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replication and drug resistance marker for growth and 
selection in bacteria). This allows a large number of 
random mutations to be evaluated and permits facile sub- 
sequent molecular cloning of the desired mutant cell line 
5 This procedure may be used to identify and utilize 
mutations in a variety of viral transcriptional activa- 
tor/viral promoter systems for potential antiviral thera- 
pies. 

In a fourth embodiment, the recombinant retro- 
10 virus carries a vector construct that directs the 
expression of a gene product capable of activating an 
otherwise inactive precursor into an active inhibitor of 
the pathogenic agent. For example, the HSVTK gene product 
may be used to more effectively metabolize potentially 
15 antxviral nucleoside analogues, such as AZT or ddC. The 
HSVTK gene may be expressed under the control of a 
constitutive macrophage or T-cell-specif ic promoter and 
introduced into these cell types. ACT (and other 
nucleoside antivirals) must be metabolized by cellular 
mechanisms to the nucleotide triphosphate form in order to 
specifically inhibit retroviral reverse transcriptase and 
thus HIV replication (Purmam et al., Proe. w ^Sad 
SC - CS * ^"33-8337, 1986). Constitutive exoression of 
HSVTK (a nucleoside and nucleoside kinase with very broad 
25 substrate specificity) results in more effective 
metabolism of these drugs to their biologically active 
mucleotid* triphosphate form. AZT or ddC theraov will 
thereby be more effective, allowing lower doses," i esS 
generalized toxicity, and higher potency against 
30 productive infection. Additional nucleoside analogues 
whose nucleotide triphosphate forms show selectivity for 
retroviral reverse transcriptase but, as a result of the 
substrate specificity of cellular nucleoside and 
nucleotide kinases are not phosphorylated, will be made 
35 more efficacious. A description of a representative 
method is set forth in Example 4. 
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EXAMPLE i 

Vectors Designed to PofPnr^ro th« An^, — 

Of AZT anri frnalaffligg 

A. All of the following retroviral vectors are 

based on the »N2« vector (see Keller etal., Natm-» 
118:149-154, 1985). Consequently, 5' and 3' Eco Ri ltr" 
fragments (2.8 and 1.0 kb, respectively) were initially 
subcloned into plasaids containing polylinkers (into SK+ 
to give PN2R5C+/-J; into pUC31 to give p31N2R5 [+ /-] and 
P31N2R 3[+ /-] to facilitate vector construction. puc 3 l is 
a modification of P uci9 carrying additional restriction 
sites (Xho I, Bgl II, BssH II, and Nco I) between the 
Eco Ri and Sac I sites of the polylinker. in one case a 
1.2 kb Cla I/Eco R15' LTR fragment was subcloned into Ue 
15 same sites of an SK+ vector to give pN2CR5. m another 
case, the 5 ' LTR containing a 6 bp deletion of the splice 
donor sequence was subcloned as a 1.8 kb Eco Rl fragment 
"to PUC31 (p31N25delta t+3 ). The coding region and 
transcriptional termination signals of HSV-i thymidine 
20 kinase gene were isolated as a i.a kb Bgl Ii/Pvu II 
fragment from plasmid 322TK (3.5 kb Bam HI fragment of 
HSVTK cloned into Bam HI of p B R322) and cloned into 
3gl Il/Sma I-digested P UC31 (pUCTX) . For constructs which 
require deletion of the terminator signals, poor* was 
25 digested with Sma I and Baa HI. The remaining coding 
sequences and sticky-end Bam HI overhang were 
reconstituted with a double-stranded oligonucleotide aade 
from the following oligomers: 

5' GAG AGA TGG GGG AGG CTA ACT GAG 3' 
30 and 5' GAT CCT CAG TTA GCC TCC CCC ATC TCT C 3' 

forming the consrrucr pTK delta A. 

For diagnostic purposes, the oligos were 
designed to destroy the Sma I site while keeping its Ava I 
site without changing the translated protein. 
35 The 0 . S kb HIV promoter sequences were cloned as 

a Dra I/Hind III fragment from pcv-i (see Arya er al. , 
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Science 12^:69-73, 1985) into Hinc II/Hind Ill-cut SIT 
(SKHL) . 
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B * gaas^asfeian of tk-i and ^^r i ral vp ^ nyg f — 

5 Figure SI . 

1. The 5 kb Xho I/Hind III 5' LTR and plasmid 
sequences were isolated from p31N2RS(+). 

2. HSVTX coding sequences lacking transcrip- 
tional termination sequences were isolated as a 1.2 kb 

10 Xho I/Bam HI fragment from pTXdeltaA. 

3- 3 ' LTR sequences were isolated as a 1.0 kb 
Bam Hi/Hind III fragment from pN2R3 (-) . 

4. The fragments from steps 1-3 were mixed 
lxgated, transformed into bacteria, and individual clones 
identified by restriction enzyme analysis (TK-1) . 

5. TK-3 was constructed by linearizing TK-1 
with Bam HI, filling in the 5> overhang and blunt-end 
ligating a 5'-fiii ed cia I fragment containing the 
bacterial lac UV5 promoter, SV40 early promoter, plus Tn5 

20 weo- gene. Kanamycin-resistant clones were isolated and 
individual clones were screened for the proper orientation 
by restriction enzyme analysis. 

These constructs were used to generate 
infectious recombinant vector particles in conjunction 
with a packaging cell line, such as PA317, as described 
above. 

Administration of these retroviral vectors to 
human T-cell and macrophage/monocyte cell lines can 
increase their resistance to HIV in the presence of AZT 

30 and ddC compared to the same cells without retroviral 
vector treatment. Treatment with AZT would be at lower 
than normal levels to avoid toxic side effects, but still 
efficiently inhibit the spread of HIV. The course of 
treatment would be as described for the blocker. 

33 Preparation, concentration and storage of the 

retroviral vector preparations would be as described 
above. Treatment would be as previously described but e* 
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corpora treatment of patients' cells would aim for 
uninfected potentially susceptible T-cells or monocytes 
One preferred method of targeting the susceptible ceil is 
with vectors which carry HIV env or hybrid env (see 
5 Section VIII Cell Line Specific Retroviruses, below) to 
direct absorption of vector particles to CD4^ cells 
Normal adults have about 5 x 10 9 T4 cells in their total 
blood and about the same number of monocytes. 

A fifth embodiment for producing inhibitor 
10 palliatives involves the delivery and expression of 
defective interfering viral structural proteins, which 
inhibit viral assembly. Vectors would code for defective 
gag, pol, env or other viral particle proteins or 
peptides, and these would inhibit in a dominant fashion 
IS the assembly of viral particles. This occurs because the 
interaction of normal subunits of the viral particle is 
disturbed by interaction with the defective subunits. 

A sixth such embodiment involves the exoression 
of inhibiting peptides or proteins specific for viral 
20 protease. viral protease cleaves the viral gag and 
gag/pol proteins into a number of smaller peotides 
Failure of this cleavage in all cases leads to complete 
inhibition of production of infectious retroviral 
particles. The HIV protease is known to be an aspartyl 
25 protease, and these are known to be inhibited by peptides 
made from amino acids from protein or analogues. Vectors 
to inhibit HIV will express one or multiple fused cooies 
of such peptide inhibitors. 

A seventh embodiment involves the deliverv of 
30 suppressor genes which, when deleted, mutated or* not 
expressed in a cell type, lead to tumorigenesis in that 
cell type. Reintroduction of the deleted gene by means of 
a viral vector leads to regression of the tumor* ohenotype 
in these cells. Examples of such cancers are 

35 retinoblastoma and Wilms Tumor. since malicnancv can be 
considered to be an inhibition of cellular 'terminal 
differentiation compared with cell growth, the retroviral 
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delivery and expression of gene produces which lead to 
differentiation of a tumor should also, in general, lead 
to regression. 

In an eighth embodiment, the retroviral 
5 construct (with or without the expression of a palliative) 
provides a therapeutic effect by inserting itself into a 
virus, oncogene, or pathogenic gene, thereby inhibiting a 
function required for pathogenesis. This embodiment 
requires the direction of retroviral integration to a 
10 specific site in the genome by homologous recombination, 
integrase modification, or other methods (described 
below) . 

In an ninth embodiment, the retroviral vector 
provides a therapeutic effect by encoding a ribozyme (an 
RNA enzyme) (Haseloff and Gerlach, Mature 334:585, 1989) 
which will cleave and hence inactivate RNA molecules 
corresponding to a pathogenic function. since ribozymes 
function by recognizing a specific sequence in the target 
RNA and this sequence is normally 12 to 17 bp, this allows 
specific recognition of a particular RNA species such as a 
RNA or a retroviral genome. Additional specificity may be 
achieved in some cases by making this a conditional toxic 
palliative (see below) . 

One way of increasing the effectiveness of 
inhibitory palliatives is to express viral inhibitory 
genes in conjunction with the expression of genes which 
increase the probability of infection of the resistant 
cell by the virus in question. The result is a 
nonproductive ''dead-end- event which would compete for 
30 productive infection events. In the specific case of HIV, 
vectors may be delivered which inhibit HXV replication (by 
expressing anti-sense tat, etc., as described above) and 
also overexpress proteins required for infection, such as 
CD4. In this way, a relatively small number of vector- 
infected HIV-resistant cells act as a "sink" or "aagnet" 
for multiple nonproductive fusion events with free virus 
or virally infected cells. 
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("■) Conditional Toxic P alliatives 

Another approach f or inhibiting a pathogenic 
agent is to express a palliative which is toxic for the 
5 cell expressing the pathogenic condition. m this case 
expression of the palliative fro* the proviral vector 
should be United by the presence of an entity associated 
with the pathogenic agent, such as an intracellular signal 
identifying the pathogenic state in order to avoid 
10 destruction of nonpathogenic cells. This cell-type 
specificity may also be conferred at the level of infec- 
tion by targeting recombinant retrovirus carrying the 
vector to cells having or being susceptible to the 
pathogenic condition. 

15 111 one ^odiment of this method, a recombinant 

retrovirus (preferably, but not necessarily, a recombinant 
MLV retrovirus) carries a vector construct containing a 
cytotoxic gene (such as ricin) expressed from an event- 
specific promoter, such as a cell cycle-dependent promoter 
20 (e.g., human cellular thymidine kinase or transferrin 
receptor promoters), which will be transcriptionally 
active only in rapidly proliferating cells, such as 
tumors. m this manner, rapidly replicating cells, which 
contain factors capable of activating transcription from 
25 these promoters, are preferentially destroyed by the 
cytotoxic agent produced by the proviral construct. 

In a second embodiment, the gene producing the 
cytotoxic agent is under control of a tissue-specific 
promoter, where the tissue specificity corresponds "to the 
origin of the tumor. since the viral vector preferen- 
tially integrates into the genome of replicating cells 
(for example, normal liver cells are not replicating, 
while those of a hepatocarcinoma are), these two levels of 
specificity (viral integration/replication and tissue- 
specific transcriptional regulation) lead to preferential 
killing of tumor cells. Additionally, event-specific and 
tissue-specific promoter elements may be artificially 
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combined such that the cytotoxic gene produce is expressed 
only in cell types satisfying boch criteria (e.g., in the 
example above, combined promorer elements are functional 
only in rapidly dividing liver cells). Transcriptional 
control elements may also be amplified to increase the 
stringency of cell-type specificity. 

These transcriptional promoter/ enhancer elements 
need not necessarily be present as an internal promoter 
(lying between the viral LTRs) but may be added to or 
replace the transcriptional control elements in the viral 
LTRs which are themselves transcriptional promoters, such 
that condition-specific transcriptional expression will 
occur directly from the modified viral LTR. in this case, 
either the condition for maximal expression will need to 
be mimicked in retroviral packaging cell lines (e.g., by 
altering growth conditions, supplying necessary 
transregulators of expression or using the appropriate 
cell line as a parent for a packaging line), of the LTR 
modification is limited to the 3' LTR U3 region, to obtain 
20 maximal recombinant viral titres. In the latter case 
after one round of infection/ integration, the 3' LTR U3 is 
now also the 5' LTR 03, giving the desired tissue-specific 
expression. 

In a third embodiment, the proviral vector 
construct is similarly activated but expresses a protein 
which is not itself cytotoxic, and which processes within 
the target cells a compound or a drug with little or no 
cytotoxicity into one which is cytotoxic (a » conditional! v 
lethal" gene product). Specifically, the proviral vector 
construct carries the herpes simplex virus thymidine 
kinase ( "HSVTK" ) gene downstream and under the 
transcriptional control of an HIV promoter (which is known 
to be transcriptionally silent except when activated bv 
HIV tat protein). Expression of the tat gene oroduct in 
human cells infected with HTV and carrying the proviral 
vector construct causes increased production of HSVTK. 
The cells (either in yjLtro or In vivo) are then exoosed to 
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a drug such as acyclovir or its analogues (FIAU, FIAC 
DHPG). These drugs are known to be phosphorylated bv 
HSVTK (but not by cellular thymidine kinase) to thei- 
corresponding active nucleotide triphosphate forms (see 
5 for example, Schaeffer etal., Natur, 272:583, X978) ' 
Acyclovir and FIAU triphosphates inhibit cellular 
polymerases in general, leading to the specific 
destruction of cells expressing HSVTK in transgenic mice 
(see Borrelli et al., Proc. W atT Acd. SsL HSa 11:7572, 
10 1988). Those cells containing the recombinant vector and 
expressing HIV tat protein are selectively killed by the 
presence of a specific dose of these drugs. in addition 
an extra level of specificity is achieved by including in 
the vector the HIV rev protein, responsive crs/car 
IS sequences. In the presence of the CRS sequence gene 
expression is suppressed, except in the presence of the 
CAR sequences and the rev protein. Example 5 provides an 
illustration of this technique. 
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EX&MPTYR S 

Vector to Conditionally gotenUgte m^SSSOs — j~n 
Of ACV or T*s & fa i r 

A - Construction of nirmm ^ x faoo , ] 

25 . , M X ' ThS 9 ' 2 to *™ n/ao I fragment was 
isolated from vector pN2 DNA. 

2. The 0.6 kb Xho I/Baa HI promoter fragment 
was isolated from plasmid pSKHL. 

3. The 0.3 kb Bgl H /Acc x ^ 15 ^ 
Acc i/acc I fragment were purified from pUCTK. 

4. The fragments from 1, 2 , and 3 were 
Ugated, transformed inro bacteria, and appropriate ^ 
clones of the given structure identified by restriction 
enzyme analysis. 
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B - Construction of pkttttt — 5 an n qkttths m^o 

retroviral vectors rsaa Figure a) 

1. The 4.5 kb 5' LIS and vector fragment was 
isolated as an Xho I/Baa HI fragment from vector 

5 p31N25delta(+) . 

2. The 1.0 kb 3' LTR was isolated as an 
Apa I/Bam HI fragment from pN2R3 (+) fragment. 

3. The 0.6 kb HIV promoter element was 
isolated from pSKHL as an Apa I/Eco Ri fragment. 

10 4 - Tne H*™ coding sequence and 

transcriptional termination sequences were isolated as 1.8 
kb Eco Rl/Sal I fragment from pUCTK. 

5. The fragments from 1-4 were combined, 
ligated, transformed into bacteria, and clones of the 
given structure were identified by restriction enzyme 
analysis (pKTVIH-5) . 

6. Plasmid PKTVTH5 Neo was constructed by 
linearizing pKTVlHS with Cla I; mixing with a l.a kb Cla I 
fragment containing the bacterial lac DV5 promoter, SV40 

20 early promoter, and Tn5 Neo* marker, ligating 
transforming bacteria and selecting for kanamycin 
resistance. clones with the insert in the indicated 
orientation were identified by restriction analysis. 

25 C * construction of WHMTK w eo >-^™H ral veetnr , gaB 

Figure *\ ^ 

1. Construction of intermediate plasmid mhm- 1 

LTR. 

a) Plasmid pN2CRS was linearized by 
30 partial digestion with Fok I, the 5' overhang filled 

in with deoxynucleotide triphosphates using XI enow 
DNA polymerase, and Hind III linkers inserted. After 
transformation into bacteria, a clone with a Hind in 
linker inserted in the MLV LTR Fok I site was 
35 identified by restriction enzyme analysis (pN2CR5FH) . 

b) Plasmid pN2CR5FH was linearized with 
Nhe I, the 5' overhang filled in with Klenow 
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polymerase digested with Hind III, and the 4.3 kb 
fragment with promoterless MLV sequences isolated. 

<=) 0.5 kb Eco RV/Hind in HIV promoter 
sequences were isolated from pSXHL. 
b d) b ^ c were mixed, ligated, used to 

transform bacteria, and the structure of MHM-1 was 
confirmed by restriction enzyme analysis. 

2. The 0.7 kb Eco RV/Bal I fragment isolated 
from MHK-l was subcloned into the Eco RV site of piasmid 
10 I30B (a modified IBI30 piasmid containing additional 
Bgl II, Bst II, Neo I and Kde I sites in the polylinker) . 
After transformation into bacteria, clones with the 
appropriate orientation were identified by restriction 
enzyme analysis (pMHMB) . 

1S - 3 * Plasaid PMHMB was digested with Apa I and 

xno I and gel purified. 

4. MHM-x was digest:ed with Apa I/Bam HI and 
the 1.3 kb MHMLTR/ leader sequence gel purified. 

20 the vvvJ' J" 13 to II/Sal 1 fragment containing 
20 the HSVTK coding region upstream of the SV40 early 
promoter driving Neo* taken from pTK-3 (see Figure 3) . 

ba^- 6 * „ W6re mlXed ' ligated ' **** to transform 
bacteria, and appropriate clones were identified by 
restriction enzyme analysis* 

This vector and similar vectors which contain 
inducible elements in their LTR's result in an added 
safety feature. Briefly, since the LT R is inactive in the 
absence of HIV, insertional downstream activation of 
undesirable host genes (such as proro-oncogenes) does not 

llZ'e fTT' ^ SXPreSSi0n ta «- ceil iine 

allows facile manipulation of the virion in tissue 
culture. ~ " 

°- construction of RRKTVT*T -r-ov^ yg, 

35 Fiaurs iQ) ' ' 

1- The 9.2 k* asu n/xho I fragment was 
isolated from vector pN2 DNA. 
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2. The 0.6 kb Xho I/Eco Ri H IV promoter 
fragment was isolated from plasmid pSKHL. 

3. The HIV rev responsive HSVTK (RRTK) was 
constructed in the following manner: 

5 a) The HSVTK gene was subcloned as a 1 8 

kb Hinc Il/Pvu II fragment into the Eco RV site of 
vector SIT (pSTK[-]). 

b) The l.s kb Kpn I/Hind III fragment 
which contains the CRS/CAR elements from HIV env was 
repaired and blunt-end ligated into the Sma I site of 
vector I30B (PCRS/CAR[+/-J). I30B is a modified 
IBI30 plasmid containing the same additional 
restriction sites as for pUC3l with an Nde I site 
instead of the IBI30 Xho I site. 
13 c) The 3.6 kb BssH II/Eco Ri fragment 

containing vector and HSVTK polyadenylation signals 
was isolated from pSTK(-), 

d) The 1.8 kb Bam HI/BssH II CRS/CAR 
fragment was isolated from pCRS/CAR(-) . 

20 e} The 1 - 2 Eco Ri/Bam HI coding sequence 

fragment was isolated from pTKdeltaA. 

f) C ' D and E were ligated and 
appropriate recombinants screened by restriction 
enzyme analysis. 

25 4 * Rev-responsive HSVTK was isolated as a 3 6 

kb Eco Rl/cia I fragment. 

5- 1, 2 and 4 were ligated and appropriate 
recombinants identified by restriction enzyme analysis. 
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E * instruction, of tat and am^ - t^ eynrp<;g1 -^ 
vectors (see Figure 1H . 

These vectors are used as pseudo-HIV to test- 
activate tat-dependent HSVTK vectors. 

1. The His r expression vector pBamHis was 

35 linearized with Bam HI and treated with calf intestinal 
phosphatase. 
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2. The Sac I site of pcv-i was mutagenized to 
a Baa HI site and the 350 bp Bam HI coding sequence of HIV 
tat was isolated. 

3. The fragments purified in steos i and 2 
5 were mixed, ligated, used to transform bacteria and 

clones with tat in both orientations (expressing tat or 
the "anti-sense" tat) were identified by restriction 
enzyme analysis. 

These constructs were used to generate 
10 infectious recombinant vector particles in conjunction 
with a packaging cell line such as PA317, as described 
above. These vectors are genetically stable and result in 
predictable proviral structure as judged by Southern blot 
analysis of restriction-enzyme-digested genomic DNA from 
15 individual clones of infected cells (39/40 clones tesred 
had proviruses of the expected size) . 

The biological properties of these retroviral 
vectors are described hereinafter. The HIV tat gene 
("tathis" vector - see Figure 11) was transfected into 
20 mouse PA317 cells. Five individual histidinol-resistant 
subclones were obtained (TH 1-5) which express HIV tat 
These cells are thus an experimental model for HIV infec- 
tion. The vectors KTVIHAX, KTVIH5NEO, and MHMTKNEO, were 
subsequently introduced by infection into these tat- 
25 expressing cell lines as well as their parent cell line 
lacking tat. Cell viability was then derermined in 
various concentrations of the HSVTK-specif ic cvtotoxic 
drug, acyclovir (ACV) . The data are reported here* as LDSo 
(the drug concentration at which 50% toxicity is 
30 observed). The parental cell line containing the vector 
but lacking tat (non-HIV-inf ected model) showed no 
detectable toxicity by AC/ at the concentrations tested 
(see Figure 12). These cells thus require 100 uM ACV or 
greater for cytotoxicity. This is true also for these 
35 cells lacking the vectors. Thus the vectors alone, AC/ 
alone, or even the vector +AC7 (solid boxes) is' not 
cytotoxic. However, cell lines which express HIV rat (the 
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experimental representation of an HIV infection) are 
effectively killed by ACV. This is true to varying 
degrees for all three vectors tested. These data indicate 
that HIV-infected cells will be killed in the presence of 
ACV and "potentiator" vectors. 

In an analogous experiment, vectors KTVTHAX and 
KTVIH5 Neo were introduced by infection into human T-cell 
and monocyte cell lines Sup Tl, HL60 and U937 cells. 
Subsequently, these cells were infected with tat his or 
flctat vectors, selected in histidinol, and cell viability 
determined at various concentrations of the ACV analog, 
FIAU. The LD 50 reported in Table l (below) indicate that 
a vector dependent increase in FIAU toxicity occurs in the 
absence of HIV tat but is increased an additional ten- to 
15 twentyfold when tat is present. This indicates that 
although there is a baseline HSVTK expression in all but 
HL60 cells, expression is even greater in the presence of 
Hiv tat. 
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TABLE 1 

hiv tat iriducibiiitv of ftap g ^ aacj^: & 

monocyte * P d T-cell Ungg infected wjtfa c ondition Y 



10 



15 



25 



30 



35 



40 



Cell Type 

HL60 
("monocyte") 



U937 
("monocyte") 



lethal recombinan t retroviral vectn^ 



Sup Tl 
20 ("T-cell") 



45 



H9 

("T-cell") 



Vectors 



KTVTHAX 
KTVTHAX 
KTVTH 5Neo 
KTVIH5Neo 



KTVIHAX 
KTVIHAX 
KTVIHSNeo 
KTVIHSNeo 



KTVIH AX 
KTVIHAX 
KTVlH SNeo 
KTVIHSNeo 



KTVIHAX 
KTVIHA X 
KTVIHSNeo 
KTVIHSNeo 



tat 



LD50FTAPr f iM) 



+ 



50 
50 
50 

<0.2 

50 

<0.2 

10 
0.5 
0.05 
0.5 
0.05 

10 
5 

0.5 
0.05 
0.5 
0.05 

10 

2 

0.2 
1 

0.05 



Similarly, HIV infection of human T-cell line H9 
+/- FIAU show a fivefold preferential inhibition (through 
cell killing) of HIV infection. Cultures were first: 
treated with vector, then challenged with HTV for 4 days. 
Viral supernatants were then titred using the HIV assay' 
as described in Section IV. 

In the case of HIV-infected cells, expression of 
the conditionally lethal HSVTK gene may be made even more 
HIV-specific by including cis-acting elements in the 
transcript ("CRS/CAR"), which require an additional HIV 
gene product, rev, for optimal activity (Rosen et al. , 
??roc. fratl. j^cad. Sci , g§a 35:2071, 1988). Such a tat- 
and rev-responsive vector (RRKTVIH) has been constructed 
(see Figure 10) and amphotrophic virus has been generated. 
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Mors generally, cis • elements present in mHNAs have been 
shown in some cases to regulate mRNA stability or 
translatability. Sequences of this type (i.e., post- 
transcript ional regulation of gene expression) may be used 
for event- or tissue-specific regulation of vector gene 
expression. In addition, multimerization of these 

sequences (i.e., rev-responsive "CRS/CAR" or tat-respon- 
sive "TAR" elements for HIV) could result in even greater 
specificity. it should be noted that this kind of condi- 
tional activation of an inactive precursor into an active 
product in cells may also be achieved using other viral 
vectors with a shorter term effect, e.g., adenovirus 
vectors. Such vectors are capable of efficiently entering 
cells and expressing proteins encoded by the vector over a 
period of time from a couple of days to a month or so. 
This period of time should be sufficient to allow killing 
of cells which are infected by both HIV and the 
recombinant virus, leading to HIV dependent activation of 
expression of a gene carried by the recombinant virus. 
This gene expression would then allow conversion of an 
inactive precursor into an active (e.g., lethal) product. 

Production, concentration and storage of vecnor 
preparations is as previously described. Administration 
is by direct in vivo administration as before or by ex 
corpore treatment of PBL and/or bone marrow. Doses will 
be at approximately the same levels as for Examole 4? 
Targeting of viral vector infection will not be through 
the CD4 receptor, bur may be accomplished through produc- 
ing vector particles which will infect cells using the HIV 
30 env protein (gpl20) as a receptor. such HIV-tropic 
viruses may be produced from an »MLV-based packaging call 
line constructed from cells which have naturally high 
levels of CD4 protein in their cell membrane (for example, 
Sup Tl cells) or from any cell type "engineered" to 
35 express the protein. The resultant virions, which fora by 
budding from the cell membrane itself, contain the CD4 
protein in their membrane. Since membranes containing CD4 
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are known to fuse with membranes carrying HIV env, these 
virions should fuse with cells containing HIV env and 
result in the specific infection of HIV-infected cells 
which have gpi20 on their surface. Such a packaging cell 
line may require the presence of an MLV env protein to 
allow proper virion assembly and budding, to result in 
infectious virions. If so, an MLV env which does not 
infect hu:r.an cells (such as ecotropic env) would be used 
such that viral entry will occur only through the CD4/HIV 
env interaction and not through the MLV env cell receptor, 
which would presumably not depend upon the presence of 
HIV-env for infection. Alternatively, the requirement for 
MLV env may be satisfied by a hybrid envelope where the 
amino-terminal binding domain has been replaced by the 
15 amino-terainal HIV-env binding domain of CD4 . This 
inversion of the normal virus -receptor interaction can be 
used for all types of viruses whose corresponding cellular 
receptor has been identified. 

In a similar manner to the preceding embodiment, 
20 the retroviral vector construct can carry a gene for 
phosphorylation, phosphor ibosylation, ribosylation, or 
other metabolism of a purine- or pyrimidine-based drug. 
Thxs gene may have no equivalent in mammalian cells and 
might come from organisms such as a virus, bacterium, 
25 fungus, or protozoan. An example of this would be the 
S^coii guanine phosphoribosyl transferase gene product 
which is lethal in the presence of thioxanthine (see 
Besnard etal., Mol. c a n . 3jgJ 7:4139-4141, 1987). 
Conditionally lethal gene products of this type have 
30 potential application to many presently known purine- or 
pyrimidine-based anticancer drugs, which often require 
intracellular ribosylation or phosphorylation in order to 
become effective cytotoxic agents. The conditionally 
lethal gene product could also metabolize a nontoxic drug, 
35 which is not a purine or pyrimidine analogue, to a 
cytotoxic form (see Searle et al. , Brit. J. gapggg 53:377- 
384, 1986) . 
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Mammalian viruses in general tend to have 
"immediate early" genes which are necessary for subsequent 
transcriptional activation from other viral promoter 
elements. Gene products of this nature are excellent 
5 candidates for intracellular signals ( or "identifying 
agents") of viral infection. Thus, conditionally lethal 
genes from transcriptional promoter elements responsive "to 
these viral "immediate early" gene products could 
specifically kill cells infected with any particular 

10 virus. Additionally, since the human a and interferon 
promoter elements are transcriptionally activated in 
response to infection by a wide variety of nonrelated 
viruses, the introduction of vectors expressing a 
conditionally lethal gene product like HSVTX, for example, 

IS from these viral-responsive elements (VRE) could result in 
the destruction of cells infected with a variety of 
different viruses. 

In a fourth embodiment, the recombinant 
retrovirus carries a gene specifying a product which is 
20 not in itself toxic, but when processed or modified by a 
protein, such as a protease specific to a viral or other 
pathogen, is converted into a toxic form. Por examole, 
the recombinant retrovirus could carry a gene encodino a 
proprotein for ricin A chain, which becomes toxic upon 
25 processing by the HIV protease. More specifically, a 
synthetic inactive proprotein form of the toxic ricin or 
diphtheria A chains could be cleaved to the active form by 
arranging for the HIV virally encoded protease to 
recognize and cleave off an appropriate "pro" element. 

In a fifth embodiment, the retroviral construct 
may express a "reporting product" on the surface of the 
target cells in response to the presence of an identifying 
agent in the cells (such as HIV tat protein). This 
surface protein can be recognized by a cytotoxic agent, 
such as antibodies for the reporting protein or bv 
cytotoxic T-cells. In a similar manner, such a system can 
be used as a detection system (see below) to simoly 
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identify those ceils having a particular gene wh«ch 
expresses an identifying protein, such as the HIV 
gene* 

Similarly, in a sixth embodiment, a surface 
5 P rote ln could be expressed which would itself be thera- 
peutically beneficial. In the particular case of HIV 
expression of the human CD4 protein specifically in HIV^ 
infected cells may be beneficial in two ways- 

l S T ' 04 hM *~ *• *» *- free virus, bur 

without the problen o £ systematic clearance ^ possible 
^ogeni^ty, since tte p „ tain wm * 
bound and is structurally identical to ™£ 
15 -ua, the patient should be i^unologically tolerant? 

i-.lle.tH 2 * Sin<:e a * 4/HIV " ,V " Xpl " "»s "een 

?' ™ ' 6 Pr "" nC * ° f HTV-^v present in hxv- 

infected cells, leads to more rapid cell death and £L 
inhibits vzral dissemination. This nay be particularly 
applicable to Monocytes and macrophages, vhJL act aT a 
reservoir for virus production as a result or thei- 
relative r«ractility to HXV-induced cytotoxicity (which 

EXAMPLE? fi 

Construction of "^/thay v-c,t-^ 3v w >.„ , , ro< — 
f see Fienirg I'M 

30 . , 1 - The Jcb Asu ~ /Xh o I fragment was 

isolated from pN2. 

2. The 0.6 kb Xho ./-co Ri HIV oromote- 
fragment was isolated from pSKHL. 

„ . 3 * 5118 1 - 4 to codin ? - a ?ion for human CD4 was 

35 isolated as an Eco Ri/Bst Yl (Xho ir) ;ragnen t from the 
expression vector, pMV7T4, 
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4. The (A)n signal of HSVTK was isolated as a 
0.3 kb Apa i/sma I fragment, 3' repaired with T4 
polymerase and dNTP's and cloned into the Sma I sire of 
POC31. After transforming bacteria, clones were screened 

5 for orientation by restriction enzyme analysis 
Cp31[A]nC+/-]). The 0.3 kb (A)n signal was then isolated 
as a 0.3 kb Bgl II/Acc I fragment. 

5. 1-4 clones were mixed, ligated, used to 
transform bacteria and clones were identified by 

10 restriction enzyme analysis. 

Recombinant amphotrophic retroviruses have been 
produced and introduced into human monocyte and T-cel^ 
lines lacking or containing the HIV tat expression vector' 
tathis. Syncytia assays with HIV env-expressing mouse 
fibroblasts show that monocyte cell lines HL60 and U937 
themselves lack sufficient CD4 to fuse with these cells 
However, HL60 and U937 cells containing vector 4TVTHAX can 
fuse with the reporter cells (HIV-env expressing cells) 
when HIV tat is present, but not in its absence. These 
20 data indicate that CD4 expression is inducible and 
biologically active (as judged by syncytia formation). 
Experiments with the vector in human T-cell line, H9, 
indicated exceptionally high toxicity due to HIV infe'ction 
and a correspondingly low HIV titre (more than 200-fold 
lower than the HIV titre produced in H9 cells lacking the 
vector) . 

In a seventh embodiment, the retroviral vector 
codes for a ribozyme which will cleave and inactivate SNA 
molecules essential for viability of the vector infected 
30 cell. 3y making ribozyme production dependent on an 
intracellular signal corresponding to the pathogenic 
state, such as HIV tat, toxicity is specific to the 
pathogenic state. 

3 5 IV. Ismune Down-Recruit on 

As briefly described above, the oresent 
invention provides, recombinant retroviruses which carry a 
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vector construct capable of suppressing one or mo-e 
elements of the immune system in target cells infected 
wxtn the retrovirus. 

Specific down-regulation of inappropriate or 
5 unwanted immune responses, such as in chronic hepatitis or 
xn transplants of heterologous tissue such as bone marrow 
can be engineered using immune-suppressive viral gene 
products which suppress surface expression of t-ans- 
Plantation (MHC) antigen. Group c adenoviruses Ad2* and 

10 AdS possess a 19 Jed glycoprotein (gp i 9) encoded in the - 3 
region of the virus. This gp 19 molecule binds to class % 
MHC molecules in the endoplasmic reticulum of cells and 
prevents terminal glycosylate and translocation of class 
I MHC to the cell surface. For example, prio r to bone 

15 marrow transplantation, donor bone marrow cells mav be 
xnf ected with gp l 9 -encoding vector constructs which "upon 
e^ressxon of the gp 19 inhibit the surface expression of 
MHC class I transplantation antigens. These donor cells 

20 mav T tranSPlanted Wit * low ^ of graft rejection and 
20 may require a minimal immunosuppressive regimen for the 
transplant patient. This may allow an acceotable donor- 
recipient chimeric state to exist with fewe- 
complications. Similar rreat^s may be used to treat 
the range of so-called autoimmune diseases, including 
25 lupus erythremias, multiple sclerosis, rheumatic 
arthritis or chronic hepatitis B infection. 

An alternative method involves the use of ant— 
sense message, rihozyme, or other specific gene exoressicn 
inhibitor specific for T-cell clones which ar- 
30 autoreactive in nature. These bloc* the exoression of rhe" 
T-cell receptor of particular unwanted clones resoonsible 
for an autoimmune response. The anti-sense, ribozvae, o- 
other gene may be introduced using the viral vector 
delivery system. 
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V. Zxprassicn of barkers 

The above-described technique of expressing' a 
palliative in a cell, in response to some identifying 
agent, can also be modified to enable detection of a 
5 particular gene in a cell which expresses an identifying 
protein (for example, a gene carried by a particular 
virus) , and hence enable detection of cells carrying that 
virus. In addition, this technique enables the detection 
of viruses (such as HIV) in a clinical sample of cells 
10 carrying an identifying protein associated with the virus. 

This modification can be accomplished by 
providing a genome coding for a product, the presence of 
which can be readily identified (the -marker product") , 
and carrying a promoter, which responds to the presence of 
the identifying protein in indicator cells, by switching 
expression of the reporting product between expressing and 
nonexpressing states. For example, HIV, when it infects 
suitable indicator cells, makes tat and rev. The 
indicator cells can thus be provided with a genome (such 
as by infection with an appropriate recombinant retro- 
virus) which codes for a marker gene, such as the alkaline 
phosphatase gene, 0-galactosidase gene or the luciferase 
gene, and a promoter, such as the HI7 promoter, wh<ch 
controls expression of the marker gene. when the 
indicator cells are exposed to a clinical sample to be 
tested, and the sample contains HIV, the indicator cel^s 
become infected with HIV, resulting in tat and/or rev 
expression (an identifying protein) therein. The HI7 
expression controls in the indicator cells would then 
respond to tat and/or rev proteins by switching expression 
of genes encoding ^-galactosidase, luciferase, or alkaline 
phosphatase (marker products) from normally ••off to "on." 
In the case of 0-galactosidase or alkaline phosphatase, 
exposing the cells to substrate analogues results in a 
color or fluorescence change if the sample is positive"' for 
HIV. i„ the case of luciferase, exposing the samnle to 
luciferin will result in luminescence if the sample 
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positive for HIV. For intracellular enemas such as 
*-galactosidase, the viral titre can be Measured directlv 
by counting colored or fluorescent cells, or by making 
cell extracts and performing a suitable assay. For the 
5 membrane bond for* of alkaline phosphatase, virus titr. 
can also be measured by performing enzyme assays on the 
cell surface using a fluorescent substrate. For secreted 
enzymes, such as an engineered form of alkaline 
phosphatase, small samples of culture supernatant: are 
10 assayed for activity, allowing continuous monitoring of a 
smgle culture over time. Thus, different forms of this 
marker system can be used for different: purposes. „ hese 
include counting active virus or sensitively and sLnoly 
measuring viral spread in a culture and the inhibition ~ or 
15 this spread by various drugs. 

Further specificity can be incorporated into the 
preceding system by testing for the presence of the virus 
either with or without neutralizing antibodies to that 

20 being tested, neutralizing antibodies to HIV may be 
present; whereas in another portion there would be no 
neutralizing antibodies. « the tests were negative in 
the system where there were antibodies and positive where 

25 Z7ir B D ° antib ° dieS ' assist in confirming 

Z5 the presence of HIV. 

Within an analogous system for an la v-itm 
assay, the presence of a particular gene, such as a viral 
gene, may be determined in a cell sample. m this case 
the cells of the sample, are infected with a suitable 

30 retroviral vector which carries the reporter gene linked 
to the expression controls of the virus of interest. "he 
reporter gene, after entering the samole cells, wi- 
express its reporting product (such as 4-galactosidase or 
luciferase) only if the host cell exoresses the 

35 appropriate viral proteins. 

These assays are more rapid and sensitive, since 
the reporter gene can express a greater amount of 
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reporting product than identifying agent present, which 
results in an amplification effect. Example 7 describes a 
representative technique for detecting a gene which 
expresses an identifying protein. 



EXAMPLE 7 

HIV-Specific MarfrBT <^stam n r ^ ««y" 
A. Constructs 

10 Reporter constructs under the control of the HIV 

expression system are shown in Figure 14 (a recombinant 
retroviral vector) and in Figure is (a simple olasmid used 
by transf ection) . The pieces of these preferred vector 
and plasmid reporters were derived as follows: 
15 The retroviral backbone was derived from the 

construct pAFVXM (Krieger et al., 38:384, 1984), 

which had been linearized using Xho I and Cla I. sv 2 neo 
was obtained from the plasmid pXoneo (Hanahan, unoubl.) by 
isolation of the 1.8 kb Cla I fragment. 
20 The HIV LTR was isolated as a 0.7 kb Hind III 

fragment from the plasmid pClSCAT (Arya et al., science 
229:69, 198S ). Beta-gal was obtained from the plasmid 
PSPS5 £-gal (Cepko, pers. comm.) as a Hind Ill-Sma Z 
fragment. A secreted form of human placental alkalinl 
25 phosphatase was produced by introduction of a universal 
terminator sequence after amino-acid 489 of the cell 
surface form of alkaline phosphatase (as described by 
Berger et al., Gene 66:1, 1983). The secreted alkaline 
phosphatase gene was isolated as a 1.3 kb Hind III - = 
30 Kpn I fragment. The CRS-CAR sequences from HIV env were 
obtained by isolating the 2.1 kb Kpn I to 3am HI fragment 
from HTLVIIIB/BH10R3 (Fisher et al., Science 133:655, 
1986). This fragment was inserted into pUC31 linearized 
by Bam HI, and Kpn I pOC31 is pdci9 (Yanisch-Perron 
et al., Ceng 33:103, 1985) with extra Xho I, 3 gl II, 3sS h 
II and Nco I sites between the Sco Ri and Kpn'l sites of 
PUC19. The Bam HI site of the resulting construct was 
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converted to a Nco I site to allow resection of the 
CRS-CAR sequences by Nco I digesrion. The SV40 t inrron 
was obtained from psvoL (de Wet et al., Wol. e»n gj^ 
2:725, 1987) as a 0.8 Jcb Mco I to Bam HI fragment. " 

5 

B - Indicator Cells an d RetrmHral Vprtnr c 

Human T-cell (H-9, CEM and Sup Tl) and monocyte 
(U-937) cell lines were obtained from ATCC, and maintained 
in RPM1 1640 medium supplemented with 10% fetal bovine 
10 serum and 1% penicillin/streptomycin. 

The nonretroviral vectors were introduced into 
cell lines by electroporation using a Bio-Rad Gene Pulser. 
The cell lines were selected in G-418 (l og/ml) for 2-3 
weeks to obtain stable G-418 R cell lines, and then 
15 dilution cloned to obtain clonal cell lines. 

The pAF vectors were transfecred into the F\317 
packaging cell line as a calcium phosphate precipitate 
(Wigler et al., Cell 16:777, 1979). The virus-oroducing 
PA317 cells were co-cultivated with human monocyte cell 
lines for 24 hours in the presence of polybrene, after 
which the suspension cells were removed and selected in 
G-418 and subcloned as above. 
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C. Assay 

Stable cell lines were infected with HTV 
(HTLVIIIb) and the cells tf-gal) or media (alkaline 
phospnatase) assayed on a daily basis for 6 days 
post-inf eccion . 

3-Galac r.osiriase Assay 

Infecced cells could be assayed by either: 
(i) 111 situ, histochemical staining as described by 
MacGregor et al. Somatic e« u an d *m Gener^ 13:253* 
1987); or (ii) by using cell extracts in a solurion 
enzymatic assay with OMPG as a substrata (Norton and 
35 Coffin, Mol. Cel. Biol soa-i 1985). 
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Soluble Alk aline Phosphatase Assay 

Medium was removed from infected cells, 
microfuged for 10 seconds, and then heated to 68 'C for 
10 minutes to destroy endogenous phosphatases. The medium 
was then microfuged for 2 minutes and an aliquot (10-50 
111) removed for assay. 100 /tl of buffer (1 M 

diethanolamine, p H 9.8; 0.5 Mm MgCl 2 ; 10 "mM 
L-homoarginine) was added and then 20 /il of 120 mM 
p-nitrophenylphosphate (in buffers) was added. The a 40S 
of the reaction mixture was monitored using an automatic 
plate reader. 

Figures 16 and 17 depict typical results of a 
time course of infection of sup Tl cells using the 
alkaline phosphatase assay in the presence of varying 

15 concentrations of antiviral drugs. The »+» and on day 
6 indicate the presence or absence of syncytia. 

The present invention provides a number of other 
techniques (described below) which can be used with the 
retroviral vector systems employed above, so as to enhance 

20 their performance. Alternatively, these techniques may be 
used with other gene-delivery systems. 

VI- Packaging call Selection 

This aspect of the present invention is based, 
in. part, upon the discovery of the major causes of low 
recombinant virus titres from packaging cells, and of 
techniques to correct those causes. Basically, at least 
five factors may be postulated as causes for low 
recombinant virus titres: 

1. the limited availability of viral packaging 
proteins ; 

2. the limited availability of retroviral 
vector RNA genomes; 

3. the limited availability of cell membrane 
35 for budding of the recombinant retroviruses; 

4. the limited intrinsic packaging efficiencv 
of the retroviral vector genome; and 
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5. the density of the receptor specific for 
the envelope of a given retrovirus. 

As noted above, the limited availability of 
viral packaging proteins is the initial limiting factor in 
5 recombinant retrovirus production from packaging cells 
When the level of packaging protein in the packaging cells 
is increased, titre increases to about 10 « infectious 
units/milliliter, following which increasing packaging 
protean level has no further effect on titres. However 
10 titres can be further augmented by also increasing the 
level of retroviral vector genome available for packaging 
Thus, as described herein, it is advantageous to select 
producer cells that manufacture the maximum levels of 
packaging proteins and retroviral vector genomes. it has 
IS been discovered that the methods of identifying, and thus 
selecting, packaging cells and producer cells, described 
earlier under the section entitled "Background of the 
invention," tend to lead to selection of many producer 
cells which produce low titres for the reasons described 
20 below. 

The present invention takes advantage of the 
previously disadvantageous fact that the protein 
expression level of a gene downstream from the 5 ' I/TR or 
other promoter, and spaced therefrom by an intervening 
25 gene, is substantially less than if the intervening gene 
were absent. In the present invention, the selectable 
gene is placed downstream from a gene of the oackaging 
genome or the gene of interest carried bv the vector 
construct, but is still transcribed under the control of 
20 the viral S' LTR or other promoter without anv solace 
donor or splice acceptor sites. This accomolishes two 
things. First, since the packaging genes or genes of 
interest are now upstream with no intervenino gene between 
themselves and the promoter, their corresponding oroteins 
35 (packaging protein or protein of interest) wi^ be 
expressed at a higher level (five- to twentyfold) than the 
selectable protein. Second, the selectable protein wi^ 
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be expressed on average at a lower level, with the 
distribution of level of expression shifting toward" lower 
levels. in the case of the phleo- protein, this shift in 
distribution is illustrated by the broken curve indicated 
5 in Figure 18. However, the selection level for resistance 
to phleomycin remains the same, so that only the too-end 
expressing cells survive. The levels of the packaging 
protein or of the protein of interest will still be 
proportional, only in this case, a higher level of 
10 selectable protein corresponds to a much higher level of 
packaging protein or protein of interest. 

Preferably, the foregoing procedure is performed 
using a plasmid carrying one of the proviral gag/pol or 
env packaging genes, along with a first selectable gene 
IS These cells are then screened for the cells producing the 
highest levels of protein by reaction with an antibody 
against env (or possibly gag/pol), a second fluorescent 
antibody, and then sorted on a fluorescence-activated cell 
sorter (FACS) . Alternatively, other tests for protein 
20 level may be used. Subsequently, the procedure and 
screening are repeated using those selected cells, and the 
other of the gag/pol or env packaging genes. In this 
step, a second selectable gene (different from the first) 
would be required downstream from the packaging gene and 
25 the cells producing the largest amount of the second viral 
protein selected. The procedure and screening are then 
repeated using the surviving cells, with a plasmid 
carrying the proviral vector construct bearing the aene of 
interest and a third selectable gene, different from zhe 
30 first or second selectable gene. As a result of rhis 
procedure, cells producing high titres of the desired 
recombinant retrovirus will be selected, and these can be 
cultured as required to supply recombinant retrovirus. m 
addition, gag and pol can be independently introduced and 
35 selected. 

Example 3 describes the construction of cag/pol 
and env plasmids designed to use these procedures. 
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EXAMPLE 3 

Plasaids Desi'^a^ *- 0 Make „j ah Toxrola 
Of Packaging P»n*o i n s fFiam-o ia} 
1. The 2.7 kb Xba I fragment from pPAM (Miller 
et al., Mol. Cell. Biol 5:431, 1985), which contains the 
ampbotrophic env segment, was cloned in pUCIS at the Xba I 
site, then removed with Hind III and Sma I. This fragment: 
was cloned into the vector pRSV neo (Gorman et al., Mol. 
Cel;L - B * Q1 - ^ :1044 ' 1982 1 Southern et al., J. Mol. &BpJ 
Genets 1:327, 1982) cut with Hind III and Pvu II, to give 
PRSV env. a 0.7 kb Bam HI to BstE II fragment from the 

plasmid POT507 (Mulsant et al., Somat. r,„ ^ 

14.: 243, 1988) with the Bst2 II end filled in carries the 
15 phleo resistance coding sequence. The 4.2 kb Bam HI to 
Xho I fragment, the contiguous 1.6 kb Xho I to xba ~ 
(Xba I filled in) from RSVenv, and the phleo fragment were 
ligated to give pRSVenv-phleo. 

2. A fragment from the Pst I site at 
20 nucleotide 563 of MLV f RWA TmnnT- v4™^ Vol n CQld 
spring Harnor, 1985) to the Sea I site at 5870 was derived 
from pMLV-K (Miller et al., i 985 , op . cit . } M ^ 
the Pst I to 3am HI (Bam HI filled-in) fragment from P 4aA3 
(Jolly et al., Proc. Natl . Arad Sri OSJV 80:477, 1983) 
25 that has the SV40 promoter, the p B R322 ampicillin 
resistance and origin of replication and the SV40 ooly A 
site. This gives pSVgp. pSVgpDHFR was made using the 
following fragments: the 3.6 5cb Hind III zo sal Z 
fragment from pSVgp containing zhe SV40 promorer plus MLV 
gag and some pol sequences; the 2.1 kb Sal I to Sea Z 
fragment from pMLV-K with the rest of the pol gene, zhl 
3.2 kb Xba I (Xba I filled-in) to Pst I fragment from 
PF400 with the DHFR gene plus poly A site, pBR322 origin 
and half the ampicillin resistance gene; the 0.7 kb Pst I 
to Hind in fragment from pBR322 with the other half of 
the ampicillin resistance gene. This gives pSVgp-OHFR. 
All these constructs are shown in Figure 19. " These 
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plasmids can be transfected into 3T3 cells or other cells 
and high levels of gag, pol or env obtained. 

An additional method for accomplishing selection 
is to use a gene selection in one round and its antisense 
5 in a subsequent round. For example, gag/pol may be 
introduced into an HPRT-def icient cell with the HPRT gene 
and selected for the presence of this gene using that 
media which requires HPRT for the salvage of purines. in 
the next round, the antisense to HPRT could be delivered 
10 downstream to env and the cell selected in 6 thioguanine 
for the HPRT-deficient phenotype. Large amounts of 
antisense HPRT would be required in order to inactivate 
the HPRT gene transcripts, assuming no reversion occurred. 

In addition to the gag/pol expressing constructs 
15 which begin at nucleotide 563 of MoMLV, several others can 
be constructed which contain upstream lead sequences. It 
has been observed by Prats et al. fRNA Timor vj TO «»« 
Meetinq , Cold Spring . Harbor, N.Y., 1988) that a 
glycosylated form of the gag protein initiates at 
nucleotide 357 and a translation enhancer maps in the 
region between nucleotides 200-270. Therefore, gag/pol 
expressing constructs may be made beginning at the Bal I 
site (nucleotide 212) or Eag I site (nucleotide 346) to 
include these upstream elements and enhance vector 
25 production. 

Envelope Substitutions 

The ability to express gag/pol and env function 
separately allows for manipulation of these functions 

30 independently. A cell line that expresses ample amounts 
of gag/pol can be used, for example, to address questions 
of titre with regard to env. One factor resulting in low 
titres is the density of appropriate receptor molecules on 
the target cell or tissue. A second factor is the 

35 affinity of the receptor for the viral envelope protein. 
Given that env expression is from a separate unit, a 
variety of envelope genes (requiring different receptor 
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proteins), such as xenotropic, polytypic, or asDhotrstsh'c 
envs from a variety of sources, can be tested for highest 
txtres on a specific target tissue. Furthermore, 
envelopes from nonmurine retrovirus sources can be used 
5 for pseudotyping a vector. The exact rules for 

pseudotyping (i.e., which envelope proteins will interact 
with the nascent vector particle at the cytoplasmic side 
of the cell membrane to give a viable viral particle 
(Tato, Virology 88:71, 1978) and which will not (Vana 
10 Nature 336:36, l 988) , «. not well caaracrerizecL ' 
However, since a piece of cell membrane buds off to form 
the viral envelope, molecules normally in the membrane are 
carried along on the viral envelope. - Thus, a number of 
different potential ligands can be put on the surface of 
viral vectors by manipulating the cell line making gag and 
pol in which the vectors are produced or choosing various 
types of cell lines with particular surface markers. One 
type of surface marker that can be expressed in helper 
cells and that can give a useful vector-cell interaction 
is the receptor for another potentially pathogenic virus. 
The pathogenic virus displays on the infected cell surface 
its virally specific protein (e.g., env) that normallv 
interacts with the ceil surface marker or receotor to give 
viral infection. This reverses the specificity of the 
infection of the vector with respect to the potentiallv 
pathogenic virus by using the same viral orotein-receotor 
interaction, but with the receptors on the vector and "the 
viral protein on the cell. 

It may be desirable to include a gene whici 
encodes for an irrelevant envelope protein which does net 
lead to infection of target cells by the vector so 
produced, but does facilitate the formation of infectious 
viral particles. For example, one could use human Sup 71 
cells as a helper line. This human T-celi line expresses 
35 CD4 molecules at high levels on its surface. Conversion 
of this into a helper line can be achieved by expressing 
gag/pol with appropriate expression vectors and also, if 
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necessary, the Moloney ecorropic env gene produce as an 
irrelevant (for human cells) envelope protein (the Moloney 
ecotropic env only leads to infection of mouse cells) . 
Vectors produced from such a helper line would have CD4 
molecules on their surfaces and are capable of infecting 
only cells which express HXV env, such as HIV-infected 
cells. 

In addition, hybrid envelopes (as described 
below) can be used in this system as well, to tailor the 
tropism (and effectively increase titres) of a retroviral 
vector. A cell line that expresses ample amounts of a 
given envelope gene can be employed to address questions 
of titre with regard to gag and pol. 

IS Cell Lines 

The most common packaging cell lines used for 
Momlv vector systems (psi2, PA12, PA317) are derived from 
murine cell lines. There are several reasons why a murine 
cell line is not the most suitable for production of human 

20 therapeutic vectors: 

1. They are known to contain endogenous 
retroviruses . 

2. They contain nonretroviral or defective 
retroviral sequences that are known to package 

25 efficiently. 

3. There may be deleterious effects caused by 
the presence of murine cell membrane components. 

Several non-aurine cell lines are potential 
packaging lines. These include Vero cells which are used 

30 in Europe to prepare polio vaccine, WI33 which are used in 
the U.S. in vaccine production, CHO cells which are used 
in the U.S. for TPA preparation and D17 or other dog cells 
that may have no endogenous viruses. 

Although the factors that lead to efficient 

35 infection of specific cell types by retroviral vectors are 
not completely understood, it is clear that because of 
their relatively high mutation rate, retroviruses may be 
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adapted for markedly improved growth in ceil --/pes --j 
which initial growth is poor, simply by" continual 
reinfection and growth of the virus in that cell type (the 
adapter cell). This can also be achieved using' viral 
vectors that encode some viral functions (e.g., env) , and 
which are passed continuously in cells of a particular 
type which have been engineered to have the functions 
necessary to complement those of the vector to give 'out 
infectious vector particles (e.g., gag/pol) . For examole, 
one can adapt the murine amphotropic virus 4070A to human 
T-calls or monocytes by continuous growth and reinfection 
of either primary cell cultures or permanent cell Knes 
such as sup Tl (T-cells) or D937 (monocytes). once 
maximal growth has been achieved, as measured bv reverse 
transcriptase levels or other assays of virus production 
the virus is cloned out by any of a number of standard 
methods, the clone is checked for activity (i.e. the 
ability to give the same maximal growth characteristic on 
transection into the adapter cell type) and this genome 
used to make defective helper genomes and/or vectors which 
xn turn, in an appropriately manufactured helner or 
producer line, will lead to production of viral " vector 
particles which infect and express in the adaote- ce^ 
type with high efficiency (io a - io» infectious units/ml) . 

VTL ' AlternatiVR Viral ggS£3r, Pac^rr-i^ c^,, 

Two additional alternative systems can be used 
to produce recombinant retroviruses carrvina the vect— 
construct. Each of these systems takes advantage of the 

30 fact that the insect virus, baculovirus, and the mammalian 
viruses, vaccinia and adenovirus, have been adaoted 
recently to make large amounts of any given orotein ' for 
which the gene has been cloned. For example, see Smith 
at dl - (¥o1 - Ce -' I*". 1983); Piccini eta-. 

35 ( Merh. EnEvmmocry , ^53:545, 1587); and Mansour era!.' 
( Proc. Karl. Acad. §cj rTSA 32:1359, 1985) . 
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These viral vectors can be used to produce 
proteins in tissue culture cells by insertion of appro- 
priate genes into the viral vector and, hence, could be 
adapted to make retroviral vector particles. 
5 Adenovirus vectors are derived from nuclear 

replicating viruses and can be defective. Genes can be 
inserted into vectors and used to express proteins in 
mammalian cells either by in vitro construction (Ballay et 
al., 5MBO J. 4:3861, 1985) or by recombination in cells 
10 (Thummel et al. , J. Mol. Apnl . Genetic 3^435, 1982) . 

One preferred method is to construct plasmids 
using the adenovirus Major Late Promoter (MLP) driving: 
(1) gag/pol, (2) env, (3) a modified viral vector 
construct. A modified viral vector construct is possible 
15 because the U3 region of the 5' LTR, which contains the 
viral vector promoter, can be replaced by other promoter 
sequences (see, for example, Hartman, Nucl. ^Hh. p ac 
16:9345, 1988). This portion will be replaced after one 
round of reverse transcriptase by the U3 from the 3' LTR. 
20 These plasmids can then be used to make 

adenovirus genomes Iq (Ballay et al.., op. cit.), and 

these transfected in 293 cells (a human cell line makinc 
adenovirus E1A protein), for which the adenoviral vector^ 
are defective, to yield pure stocks of gag/pol, env and 
25 retroviral vector carried separately in defective 
adenovirus vectors. since the titres of such vectors are 
typically 10 7 -10 1:L /ml, these stocks can be used to infect 
tissue culture cells simultaneously at high multiplicity. 
The cells will then be programmed to produce retroviral 
30 proteins and retroviral vector genomes at high levels. 
Since the adenovirus vectors are defective, no large 
amounts of direct ceil lysis will occur and retroviral 
vectors can be harvested from the call supematants. 

Other viral vectors such as those derived from 
35 unrelated retroviral vectors (e.g., RSV, MMTV or HIV) can 
be used in the same manner to generate vectors from 
primary cells. in one embodiment, these adenoviral 
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vectors are used in conjunction with priaary ceils, giv<-.g 
rise to retroviral vector preparations from primary ceils.' 

In an alternative system (which is more trulv 
extracellular) , the following components are used: 
5 1. gag/pol and env proteins made in the 

baculovirus system in a similar manner as described in 
smith et al. (supra) (or in other protein production 
systems, such as yeast or ^ coJJJ ; 

2. viral vector rna made in the known T7 or 
10 SP6 or other in vitro RNA-generating system (see, for 

example, Flamant and Sorge, J^Virol^. 62:1827, 1983); 

3. tSNA made as in (2) or purified from yeast 
or mammalian tissue culture cells; 

4. liposomes (with embedded env protein); and 
15 S - cel1 extract or purified necessary 

components (when identified) (typically from mouse cells) 
to provide env processing, and any or other necessary 
cell-derived functions. 

Within this procedure (i) , (2 ) and ( 3 ) are 
mixed, and then env protein, cell extract and pre-liposome 
mix (lipid in a suitable solvent) added, it may, however 
be necessary to earlier embed the env protein in the 
liposomes prior to adding the resulting lioosome-embedded 
env to the mixture of (i), (2) , ^ (3) . The a±x ^ 
treated (e.g.,. by sonication, temperature manipulation or 
rotary dialysis) to allow encapsidation of the nascenr 
viral particles with lipid plus embedded env protein in a 
manner similar to that for liposome encapsidation of 
pharmaceuticals, as described in Gould-Fogerira ec al., 
30 Anal. BiochfiTT.. 143:15, 1985). This procedure allows zhe 
production of high titres of replication inccmperent 
recombinant retroviruses without contamination * with 
pathogenic: retroviruses or replication-competent 
retroviruses . 
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VIII. Cell Line-Specific Retroviruses - "Hybrid Envelcce" 

The host cell range specificity of a retrovirus 
is determined in part by the env gene products. For 
example, Coffin, J. CRN A Tumor Viruses 2:25-27, Cold 
5 Spring Harbor, 1985) notes that the extracellular 
component of the proteins from murine leukemia virus (MLV) 
and Rous Sarcoma virus (RSV) are responsible for specific 
receptor binding. The cytoplasmic domain of envelope 
proteins, on the other hand, are understood to play a role 
10 in virion formation. While pseudotyping (i.e., the 
encapsidation of viral RNA from one species by viral 
proteins of another species) does occur at a low 
frequency, the envelope protein has some specificity for 
virion formation of a given retrovirus. The present 
15 invention recognizes that by creating a hybrid env gene 
produce (i.e., specifically, an env protein having 
cytoplasmic regions and exogenous binding regions which 
are not in the same protein molecule in nature) the host 
range specificity may be changed independently from the 
20 cytoplasmic function. Thus, recombinant retroviruses can 
be produced which will specifically bind to preselected 
target cells. 

In order to make a hybrid protein in which the 
receptor binding component and the cytoplasmic component 
25 are from different retroviruses, a preferred location for 
recombination is within the membrane-spanning region of 
the cytoplasmic component. Example 9 describes the 
construction of a hybrid env gene which expresses a 
protein with the CD 4 binding portion of the HT7 envelope 
30 protein coupled to the cytoplasmic domain of the MLV 
envelope protein. 

EXAMPLE 9 
Hybrid HTV-MLV Envelopes 
25 A hybrid envelope gene is prepared using 

In vitro mutagenesis (Kunkel, Proc. Natl. Acad, Sci. Hsa 
12:488-492, 1985) to introduce a new restriction site at 
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an appropriate point of junction. Alternative!-/, i- t-e 
two envelope sequences are on the same plasmid, thev can 
be joined directly at any desired point using j_ n 
mutagenesis. The end result in either case is a hybrid 
5 gene containing the 5' end of the HIV gp i 60 and the 3' 
end of MLV piSE. The hybrid protein expressed by the 
resulting recombinant gene is illustrated in Figure 20 and 
contains the HIV gpi20 (CD4 receptor binding protein) , the 
extracellular portion of HIV gp 41 (the gp 120 binding and 
10 fusigenic regions), and the cytoplasmic portion of mlv 
P15E, with the joint occurring at any of several points 
within the host membrane. A hybrid with a fusion joint at 
the cytoplasmic surface (joint c in Figure 20) causes 
syncytia when expressed in Sup Tl cells. The number or- 
is apparent syncytia are approximately one-fifth that of the 
nonhybrid HIV envelope gene in the same exoression vector 
syncytia with the hybrid occurs only when the rev protein 
is co-expressed in trans. A hybrid with a fusion joint ar 
the extracellular surface (joint A in Figure 20) gives no 
20 syncytia while hybrid b ( in the middle of the 
transmembrane regions) gives approximately five-fold less 
syncytium on sup Tl cells than hybrid C. 

While Example 9 illustrates one hvbrid nrcte- 
produced from two different retroviruses, the possibili- 
ties are not limited to retroviruses or other viruses*. 
For example, the beta-receptor portion of human inter- 
leukm-2 may be combined with the envelope protein of MLV 
In this case, a recombination would preferablv be located 
« the gp 70 portion of the MLV env gene, leaving an 
intact pi5E protein. Furthermore, the foregoing technics 
may be used to create a recombinant retrovirus with "an 
envelope protein which recognizes antibody Fc segments 
Monoclonal antibodies which recognize onlv Deselected 
target cells only could then be bound to sue* a 
recombinant retrovirus exhibiting such envelooe orote<ns 
so that the retrovirus would bind to and infect onlv those 
preselected target cells. 
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The approach may also be used to achieve rjacr- 
specific targeting and killing by taking advantage of 
three levels of retroviral vector specificity; namely, 
cell entry, gene expression, and choice of protein 
5 expressed. Retroviral vectors enter cells and exert their 
effects at intracellular sites. In this respect their 
action is quite unique. Using this property, and the 
three levels of natural retroviral specificity (above), 
retroviral vectors may be engineered to target and kill 
10 tumor cells. 

The overall goal of targeting of retrovirus to 
tumor cells may be accomplished by two major experimental 
routes; namely, a) selection in tissue culture (or in 
animals) for retroviruses that grow preferentially in 
15 tumor cells; or b) construction of retroviral vectors with 
tissue (tumor) -specific promoters with improvements being 
made by in vitro passage, and negative and positive drug- 
sensitivity selection. 

At least four selective protocols may be 
20 utilized to select for retrovirus which grow 
preferentially in tumor cells; namely, i) »En V Selection 
by Passage In Vifea, " wherein selection of retrovirus with 
improved replicative growth ability is accomplished bv 
repeated passage in tumor cells; 2) "Selection with a Drug 
25 Resistance Gene," wherein genetic selection for tumor 
"specific" retroviruses is based on viral constructs 
containing a linked drug resistance gene; 3) "Hybrid-Snv, » 
wherein selection (by protocol #1 or #2, above) of 
retrovirus with tumor-" specificity" is initiated from a 
30 construct containing a hybrid envelope gene which is a 
fusion of a tumor receptor gene (i.e., an anti-tumor 
antibody H-chain V-region gene fused with env; or, a 
growth receptor fused with env); in this case selection 
begins at a favorable starting point, e.g., an env which 
35 has some specificity for tumor cells; or A) "Selection bv 
Passage In Vitro and Counter Selection by Co-cultivation 
with Normal Cells," wherein growth in tumor calls is 
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selected-for by repeated passage in aixairsa of drug- 
resistant tumor cells and drug-sensitive normal cells. 

With respect to retroviral vector constructs 
carrying tissue (tumor, -specific promoters, biochemical 
5 markers with different levels of tissue-specificity are 
well known, and genetic control through tissue-specific 
promoters is understood in some systems. There ar- a 
number of genes whose transcriptional promoter elements 
are relatively active in rapidly growing cells (i e 
10 transferrin receptor, thymidine kinase, etc.) and others 
whose promoter/enhancer elements are tissue specific 
(i.e., HBV enhancer for liver, PSA promoter for prostate) 
Retroviral vectors and tissue-specific promoters (present 
either as an internal promoter or within the LTR) which 
15 can drive the expression of selectable markers and ceH 
cycle genes (i.e., drug sensitivity, Eco gpt; or HSVTK in 
TK-cells) . Expression of these genes can be selected for 
in media containing mycophenolic acid or HAT 
respectively. l» this manner, tumor cells containing 
20 integrated provirus which actively expresses the drug 
resistance gene will survive. Selection, in this system 
may involve selection for both tissue-specific oromoters 
and viral LTRs. Alternatively , specific expression in 
tumor cells, and not in normal cells, can be counter- 
25 selected by periodically passaging virus onto normal 
cells, and selecting against virus that express Eco gpt or 
HSVtk (drug sensitivity, in those cells (by thioxanthine 
or acyclovir,. infected cells containing integrated 
provirus which express Sco gpt or tk phenotvue wil^ die 
30 and thus virus in that cell type will be selected against. 

IX - Site-Spe cific Tntagratinn 

Targeting a retroviral vector to a predetermined 
locus on a chromosome increases the benefits of gene- 
35 delivery systems, a measure of safety is cained bv d<r»ct 
integration to a "safe" spot on a chromosome, «.«., one 
that is proven to have no deleterious effects from the 
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insertion of a vector. Another potential benefit is -he 
ability to direct a gene to an "open" region of" a 
chromosome, where its expression would be maximized. Two 
techniques for integrating retroviruses at specific sites 
5 are described below. 
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(i) Homolog ous Recombination 

One technique for integrating an exogenous gene 
of a vector construct of a recombinant retrovirus into a 
specific site in a target cell's DNA employs homologous 
recombination. Plasmids containing sequences of DNA of 
greater tl,an about 300 bp that are homologous to genomic 
sequences have been shown to interact (either by replace- 
ment or insertion) with those genomic seouences at a rate 
15 that is greater than 10 3 -fold over a specific interaction 
in the absence of such homology (see Thomas and Caoecchi 
Sftll 51:503-12, 1987; and Doetscheman et al., ~NaturI 
320:576-78, 1987). it has been shown that an insert 
event, or alternatively, a replacement event, may be 
20 driven by the specific design of the vector. 

In order to employ homologous xecombination in 
site-specific retroviral integration, a vector construct 
should be modified such that (a) homologous sequences (to 
the target cell's genome) are incorporated into the 
construct at an appropriate location; and (b) the noraa^ 
mechanism of integration does not interfere with the 
targeting occurring due to homologous sequences. A 
preferred approach in this regard is to add homologous 
sequences (greater than about 300 bp) in the 3' ITS, 
downstream from the U3 inverted repeat. In this approach,' 
the construct is initially made with a region of homolocC 
inserted in the 3 ' LTR at the Nhe l site in U3. Reverse 
transcription in the host cell will result in a 
duplication of the region of homology in the 5' LTS within 
31 bp of the end of the inverted repeat (13) . Integration 
into the host genome will occur in the presence or absence 
of the normal integration mechanism. The gene in the 
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vector may be expressed, whether from the LTR or frca ar 
intemal promoter. This approach has the effect of 
placing a region of homology near a potential free end of 
the double-stranded retrovirus vector genome. Free ends 
are known to increase the frequency of homologous 
recombination by a factor of approximately ten. m this 
approach, it may be necessary to defeat the normal 
mechanism of integration, or to at least modify it to slow 
down the process, allowing time for homologous DNAs to 
line up. Whether this latter modification is required in 
a particular case can be readily ascertained by one 
skilled in the art. 



(ii) Inteorase Mod if jgatjan 

15 Another technique for integrating a vecror 

construct into specific, preselected sites of a target: 
cell's genome involves integrase modification. 

The retrovirus pol gene product is generally 
processed into four parts: (i) a protease which processes 

20 the viral gag and pol products; (ii) the reverse 
transcriptase,- and (iii) RNase H, which degrades SNA of an 
RNA/DNA duplex; and (iv) the endonuclease or "integrase." 

The general integrase structure has be— 
analyzed by Johnson et al. fProc. M„fi „ cad , ^ ^ 

25 82:7648-7652, 1986) . It has been proposed that this 
protein has a zinc binding finger with which it interacts 
with the host DMA before integrating the retroviral 
sequences . 

In other proteins, such "fingers" allow the 
30 protein to bind to DMA at particular sequences. one 
illustrative example is the steroid receptors. in this 
case, one can make the estrogen receptor, responding to 
estrogens, have the effect of a glucocorticoid receptor, 
responding to glucocorticoids, simply by substituting the 
35 glucocorticoid receptor "finger" (i.e., dna bindinc 
segment) in place of the estrogen receptor finger segment 
in the estrogen receptor gene. m this example, the 
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position in the genome to which the proteins are targeted 
has been changed. Such directing sequences can also be 
substituted into the integrase gene in place of the 
presenr zinc finger. For instance, the segment coding for 
the DMA binding region of the human estrogen receptor gene 
may be substituted in place of the DNA binding region of 
the integrase in a packaging genome. Initially, soeciflc 
integration would be tested by means of an in vitro 
integration system (Brown et al. , Cell 22:347-356, 1987). 
To confirm that the specificity would be seen in vivo , 
this packaging genome is used to make infectious vecror 
particles, and infection of and integration into estrogen- 
sensitive and estrogen-nonsensitive cells compared in 
culture. 

Through use of this technique, incoming viral 
vectors may be directed to integrate into preselected 
sxtes on the target cell's genome, dictated by the genome- 
binding properties of site-specific DMA-binding protein 
segments spliced into the integrase genome. It will be 
20 understood by those skilled in the art that the 
integration site must, in fact, be rsceotive to the 
fingers of the modified integrase. For example, most 
cells are sensitive to glucocorticoids and hence the- 
chromatin has sites for glucocorticoid recemtors. *hus 
25 for most cells, a modified integrase having a glucocortil 
coid receptor finger would be suitable to integrate the 
proviral vector construct at those glucocorticoid 
receptor-binding sites . 

30 X * Production of. Recombinant SgT—nyir-M Voctsrs 

Transg enic Animals 

Two problems previously described with helper 
line generation of retroviral vectors are: (a) difficulty 
in generating large quantities of vectors; and (b) the 
current need to use permanent instead of primary ceils to 
make vectors. These problems can be overcome"" with 
producer or packaging lines that are generated in 
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transgenic animals. These animals would carrv zhe 
packaging genomes and retroviral vector genomes. Current: 
technology does nor allow the generation of packaging cell 
lines and desired vector-producing lines in primary ceUs 
due to their limited life span. The current technology is 
such that extensive characterization is necessary, which 
eliminates the use of primary cells because of senescence 
However, individual lines of transgenic animals can be 
generated by the methods provided herein which produce the 
packaging functions, such as gag, pol or env. These lines 
of animal* are then characterized for expression in either 
the whole animal or targeted tissue through the selective 
use of housekeeping or tissue-specific promoters to 
transcribe the packaging functions. The vector to be 
15 delivered is also inserted into a line of transgenic 
animals with a tissue-specific or housekeeping promoter. 
As discussed above, the vector can be driven off such a 
promoter substituting for the U3 region of the 5' LTS 
(Figure 21). This transgene could be inducible or 
20 ubiquitous in its expression. This vector, however, <s 
not packaged. These lines of animals are then mated to 
the gag/pol/env animal and subsequent progeny produce 
packaged vector. The progeny, which are essentia^ y 
identical, are characterized and offer an unlimited source 
25 of primary producing cells. Alternatively, primary cells 
making ga<;/ P ol and env and derived from transgenic animals 
can be infected or transfected in bulk with retrovirus 
vectors to make a primary cell producer line. Manv 
different transgenic animals or insects could oroduce 
30 these vectors, such as mice, rats, chickens, "swine, 
rabbits, cows, sheep, fish and flies. The vector and 
packaging genomes would be tailored for species infection 
specificity and tissue-specific expression through the use 
of tissue-specific promoters and different envelope 
35 proteins. An example of such a procedure is illustrated 
in Figure 22. 
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Although the following examples of zranscenic 
production of primary packaging lines are described "only 
for mice, these procedures can be extended to other 
species by those skilled in the art. These transgenic 
5 animals may be produced by microinjection or gene transfer 
techniques. Given the homology to MLV sequences in mice 
genome, the final preferred animals would not be mice. 

EXAMPLE in 

10 Production of Gag/Pol Proto n s Psitvt ffousekgpr.inry 

Promoters for Pbicm-ii-n^s Eypr p^inn 
in Transtrpn^ anjaals 
An example of a well-characterized housekeeping 
promoter is the HPRT promoter. HPRT is a purine salvage 
IS enzyme which expresses in all tissues. (See Patel et al., 
Mol. Cell Biol. 6:393-403, 1986 and Melton et al., Proc.' 
Natl. Acad. Sci , . £1:2147-2151, 1984). This promoter is 
inserted in front of various gag/pol fragments (e.g., 
Bal i/sca I; Aat II/Sca I; Ps t l/sca I of MoMLV; see SUA 
20 Tumor virus^ 2, cold Spring Harbor Laboratory, 1985) that 
are cloned in Bluescript plasmids (Strategene, Inc.) using 
recombinant DNA techniques (see Maniatis et al., Molecular 

C;oninq: A Laboratory ^nmi , Cold Spring Harbor, 1982). 

The resulting plasmids are purified (Maniatis et al., 
25 op. cit.) and the relevant genetic information isolated 
using Geneclean (Bio 101) or electroelution (see Hogan 
et al. (eds.), Manipulating Monsa ^.fa^n; ^ 

Laboratory Manual, Cold Spring Harbor, 1986) . 

These fully characterized DNAs are micro injected 
3 0 in the pronucleus of fertilized mouse ova at a 
concentration of 2 ug/ml. Live-bom mice are screened by 
tail blot analyses (see Hogan etal., op. cit.). 
Transgenic-positive animals are characterized for 
expression levels of gag-pol proteins by immunoprecipita- 
35 tion of radiolabeled primary cells, such as fibroblast 
(see Harlow etal. (eds.), Antibodi**: a 
Manual, Cold Spring Harbor, 1983). Animals then bred to 
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homozygosity for establishment of animal lines that 
produce characterized levels of gag-pol. 

EXAMPLE n 

Production of env P>nf.inc/ H vbr^ ^ v e i nnp 2SSZ&il lS 
Using Housekeeping Promor^ * o r nhig int ^s aSBSBSglgfl 
in TransqPTnV Animal g 
This example utilizes the HPRT promoter for 
expression of either envelope or hybrid envelope proteins. 
The envelope proteins can be from any retrovirus that is 
capable of complementing the relevant gag-pol, in this 
case that .of MLV. Examples are ecotropic MLV, 

amphotrophic MLV, xenotropic MLV, polytropic MLV, or 
hybrid envelopes. As above, the envelope gene is cloned 
behind the HPRT promoter using recombinant DNA techniques 
(see Maniatis et al. , op. cit.). The resulting "minigene" 
is isolated (see Hogan etal., op. cit.), and expression 
of envelope protein is determined (Harlow et al. , op. 
ext.). The transgenic envelope animals are bred to 
homozygosity to establish a well-characterized envelooe 
animal. 



SXMiPUg 12 

Production of «xaq- PO T--nv Anin»n« o sintT Hgagejsggajng 
25 Promoters for nM T ,-i< ;ou s Aggression, 

in Transgen ic Aninpi a 
This uses the well-characterized gag-pol 
animals, as well as the animals for the establishment of a 
permanent gag-pol/ envelope animal line. This involves 
breeding to homozygosity and the establishment of a well- 
characterized line. These lines are then used to estab- 
lish primary mouse embryo lines that can be used for 
packaging vectors in tissue culture. Furthermore, animals 
containing the retroviral vector are bred into this line. 

35 
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Production of Tissue-Specific Expression af craa-pol-env 
or Hybrid Envelop e in Transgenic anisic 
5 ^ This example illustrates high level expression 

of the gag/pol, envelope, or hybrid envelope in specific 
tissues, such as T-cells. This involves the use of CD 2 
sequences (see Lang etal., EMBO J. 7:1675-1632, 1988) 
that give position and copy number independence. The 

10 1.5 kb Bam Hi/Hind III fragment from the CD 2 gene is 
inserted in front of gag-pol, envelope, or hybrid envelope 
fragments using recombinant DNA techniques. These genes 
are inserted into fertilized mouse ova by microinjection. 
Transgenic animals are characterized as before. 

15 Expression in T-cells is established, and animals are bred 
to homozygosity to establish well-characterized lines of 
transgenic animals. Gag-pol animals are mated to envelope 
animals to establish gag-pol-env animals expressing only 
in T-cells. The T-cells of these animals are then a 

20 source for T-cells capable of packaging retroviral 
vectors. Again, vector animals can be bred into these 
gag-pol-env animals to establish T-cells expressing the 
vector. 

This technique allows the use of other tissue- 
25 specific promoters, such as milk-specific (whey) , pancre- 
atic (insulin or elastase) , or neuronal (myelin basic 
protein) promoters. Through the use of promoters, such as 
milk-specific promoters, recombinant retroviruses may be 
isolated directly from the biological fluid of the 
3 0 progeny. 

EXAMPLE 14 

Production of Eit her Housekeeping n r Tissug-s Pec i^ <t 
Retroviral Vectors in Transgenic Aniaai g 
35 -he insertion of retroviruses or retroviral 

vectors into the germ line of transgenic animals results 
in little or no expression. This effect, described bv 
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Jaenisch (see Jahner et al., Mature 295:623-523, 1932), <s 
attributed to methylation of 5' retroviral LTR ' sequences 
This technique would overcome the methylation effect bv 
substituting either a housekeeping or tissue-specif ic 
5 promoter to express the retroviral vector/ retrovirus T he 
U3 region of the 5' LTR, which contains the enhancer 
elements, is replaced with regulatory sequences f-om 
housekeeping or tissue-specific promoters (see Figure 20) 
The LTR is fully retained, as it contains sequences 
10 necessary for polyadenylation of the viral rna and 
integration. As the result of unique prooerties of 
retroviral replication, the U3 region of the 5' LTR of the 
integrated provirus is generated by the U3 region of the 
3' LTR of the infecting virus. Hence, the 3' is 
15 necessary, while the 5' U3 is dispensable. Substitution 
of the 5' ltr U3 sequences with promoters and insertion 
into the germ line of transgenic animals results in lines 
of animals capable of producing retroviral vector 
transcripts. These animals would then be mated to 
20 gag-pol-env animals to generate retroviral-oroducing 
animals (sae Figure 22) . 

From the foregoing it will be aooreciared that 
although specific embodiments of the invention have been 
25 described herein for purposes of illustration, various 
modifications may be made without deviating from the 
spirit and scope of the invention. Accordingly, rhe 
invention is nor limited except as by the appended claims." 
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Claims 



L A recombinant retrovirus carrying a vector construct which directs 
the expression in target cells infected with the retrovirus of at least one protein or 
modified form thereof being capable of stimulating an immune response within an 
animal, the vector construct further comprising a segment encoding a viral capsid 
protein and a regulatory response element, and a segment encoding at least one 
regulatory element 

2. The recombinant retrovirus of claim 1 wherein the viral capsid 
protein is the HIV gag protein, the regulatory element is the HIV rev protein, and the 
regulatory response element is the HIV rev responsive regulatory element 

3. The recombinant retrovirus of claim 1 wherein the vector 
construct directs the expression of at least one HIV protein selected from the group 
consisting of HIV gag, HTV poi, HIV rev, HTVvpu, HIV vit HIV and HIV prot 

4. The recombinant retrovirus of claim 1 wherein the segment 
encoding the viral capsid protein is HIV gag, the segment being operably linked to a 
second gene, wherein the HTV gag and second gene are capable of directing the 
expression of the protein or modified form thereof, 

5. A recombinant retrovirus carrying a vector construct having a 
tissue tumor-specific transcriptional promoter/enhancer element, the construct 
directing the expression of a palliative in cells having a tissue type compatible with the 
promoter, said palliative being capable of inhibiting a function of a pathogenic agent 
necessary for pathogenicity. 

6. A recombinant retrovirus carrying a vector construct which directs 
the expression of a peptide having multiple epitopes, one or more of said epitopes being 
derived from different proteins. 

7. A recombinant retrovirus carrying a vector construct which directs 
the expression of peptidic antigenic fragment or modified form thereof in target ceils 
infected with the retrovirus, said antigenic fragment or modified form thereof being 
capable of stimulating an immune response within an animal. 
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8. A recombinant retrovirus carrying a vector construct which directs 
the expression of at least one antigen or modified form thereof and an MHC protein or 
modified form thereof in target cells infected with the retrovirus, said antigen or 
modified form thereof and the MHC protein or modified form thereof being capable of 
stimulating an immune response within an animal. 

9. A recombinant retrovirus carrying a vector construct which directs 
the expression of a first antigen or modified form thereof in target cells infected with 
the retrovirus, said first antigen being capable of stimulating an immune response 
within an animal against a second antigen or modified form thereof, wherein the first 
and the second antigens are related but not identical. 

10. The recombinant retrovirus of claim 9 wherein the first and 
second antigens or modified forms thereof share at least 40% homology, but not more 
than 99% homology, in a sequence of 8 to 100 amino acids. 

11. A recombinant retrovirus carrying a vector construct which directs 
the expression of at least one antigen or modified form thereof in target cells infected 
with the retrovirus, said antigen or modified form thereof being capable of stimulating 
an immune response in vitro. 

12. A DNA vector construct which directs the expression of at least 
one antigen or modified form thereof in target cells transfected with the DNA, said 
antigen or modified form thereof being capable of stimulating an immune response 

in vitro. 

13. The recombinant retrovirus of claims 11 or 12 wherein the in vitro 
immune response is a cell-mediated immune response. 

14. The recombinant retrovirus of claims 11 or 12 wherein the in vitro 
immune response is a CTL response. 

15. A recombinant retrovirus carrying a vector construct which directs 
the transient expression of at least one antigen or modified form thereof in target cells 
infected with the retrovirus, said antigen or modified form thereof being capable of 
stimulating an immune response within an animal 
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16. A DNA vector construct which directs the transient expression of 
at least one antigen or modified form thereof in target cells transfected with the DNA, 
said antigen or modified form thereof being capable of stimulating an immune response 
within an animal. 



17. A recombinant retrovirus carrying a vector construct which directs 
the expression of a palliative in cells infected with the retrovirus, the palliative being 
capable of inhibiting the activity of a protein produced by a pathogenic agent 

18. A recombinant retrovirus carrying a vector construct which directs 
the expression of an RNA molecule which functions as a ribo2yme specific for a 
pathogenic RNA molecule. 

19. The recombinant retrovirus of any of claims 1-18 wherein said 
retrovirus is replication defective. 

20. A method of producing a recombinant retrovirus, comprising: 
packaging a vector construct in a capsid and envelope such that a 

replication defective recombinant retrovirus according to claim 19 is produced. 

21. Ex wo cells infected with a recombinant retrovirus or transfected 
with a DNA vector construct according to any of claims 1-19. 

22. Eucaiyotic cells infected with a recombinant retrovirus according 
to any of claims 1-11 and 13-18, said cells being capable of generating infectious 
particles containing any one of said vector constructs. 

23. A pharmaceutical composition comprising a retrovirus according 
to any one of claims 1-11 and 13-18, in combination with a physiologically acceptable 
carrier or diluent 



24. The pharmaceutical composition of claim 21, for use as an active 
therapeutic substance. 
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25. A method of identifying an antigen or antigenic epitopes in a 
protein, reactive with T lymphocytes, comprising: 

(a) preparing a multiplicity of different recombinant retroviruses each 
carrying a recombinant vector construct directing the expression of a different antigen, 
or peptidic fragment of the antigen; 

(b) infecting a multiplicity of target cells with the different 
recombinant retroviruses; and 

(c) testing for the ability of CTL or antibodies to kill target cells 
expressing the different antigens or peptidic fragments of the antigen, and therefrom 
determining which antigen or peptidic fragments of the antigen are reactive with the 
T lymphocytes. 
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FIG, 4 A 



INDUCTION OF CYTOTOXIC EFFECTORS IN MICE IMMUNIZED WITH 
BCenv STIMULATOR CELLS 
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CTL INDUCTION IN BALB/C MICE IMMUNIZED WITH 
VARYING CONCENTRATIONS OF BCenv STIMULATOR CELLS 
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CROSSREACTIVITY OF BCenv-INDUCED CTL 
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INFECTION OF TARGET CELLS WITH MHC AND ANTIGEN. 
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Construction of HIV tat- and HIV rev-responsive 
conditionally lethal vector, RRKTVIH 
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Plasmids Designed to Increase 
Viral Protein Production 
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